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mm \.timm.fmmMAmimir:&„ 

T i^^-fe ^V^^#RNA (siRNA) }£M P ^ 1/:^^ K(^^J3S---<^ 

;*-i^3j§'n'i~5;&^^>^y Jil^y^-^ (Feigner, et al, Proc. Natl. Acad. Sci. USA, 84 ^ 
, 7413(1987)^ Invitrogentfc, FOCUS, Vol. 21, No. 3 (1999)) -^Jj^U W W 5 ^ 
(Boussif, et al, Proc. Natl. Acad. Sci. USA, 92, 7297 (1995)) ^(OIE^#^ >b ^ 

l^^^K^*^ii^'^$^^ib'a'5)'^^^A-f-S;^^^(Thoren et al, FEBS Letters, O 

482, 265(2000)^ Nagahara, et al, Natiare medicine, 4, 1449 (1998) )> ^ 

— iit*tcm^6^^-:?t^fettTllBlia--^Ai-5:^^(Neumann, et al, EMBO J, \, 84 ^ 
1(1982)) if T*fco /Co 
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5 ^m(Dmm 

fiJ^^^ttTV^fc (Craig Y Okada et al. , Cell, 29, 33-41, 1982) „ b;6^bJfe:d5 6> 
15 m^ET*«:i!EJ::^mbfcS^&i:5feoT*3i9. ^m<O^At2:fflV>bnfc#^t>^£V\ 

( 1 ) ;^^=lr-^^i-51«!Sli^i!J©l&^ «r^$*Tpinocytosis^::i 
F^tC^<9 5i**. (2) ■?:(D^tfrlB]^!S?S(75^J^j3E<lr{gT$-*TiBJia(^T'pinocyti 

c vesicie^fift^ • ^^^J^JiSt^t^ii^cW^-^a ;i ^ J; v) . ^^^^A-r§;^i*t- 
5[5^^:>feV^iSiV^^^•t?:^^S^WAt?#S;li:«rl.mbyt„ b:d>1>s ti§5l5fit^"Cf*^A 
;ii:Srmibfc<. *fc;4c;^^fe^*^^65l5^fflbTV^fcTi^^^^>^^ (yT^y-A, Ti^y 
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(1) SKTOJLU (a) RXJ^ (b) ^-^tf^^^Alfe : 

(b) fl&IB (a) (DX5g<^^> i^3glS<D^^E^<ST^^SXm> 

(2) tifiBxs (b) Kio\,^x^ i&m^tmji^t^mm^^^^tKi:^m^m 

(3) mmni^^v =^^^^^h*X'^^. fltria (D^fcf* (2) mm<Dm.Bm?< 

( 4 ) :^ y =i"^ w^f=- K;e»K ~:^m:t V ^ l^^f- K> — y =f 5^ w 

(5) =?^;{^ W:^^K36S^ x:^'3fv'y tJ^'^^ 1^;^^ K (DNA) s JJ^J^^p^^ 
W;^^K (RNA) . 7iK;;^7jNn^:*-^— b;^-y =?x:^dE^v^p^jJ'V^:^^K 2' -O 
- (2-^ ^^/^-^«l|r3^^ (2' -MOE—I^^Sfe) > MV^^#RN 

A (s iRNA) . mmmmm (lna) . -<:7'5"f^^ (pna) ^tii-i^/^^-y 
;j-yy • r^^-fe^;^^^-efcs> ttiie (s) xf^ (4) laS^^^^^^Aifes 

^-rsx siiiB (1) ~ (5) v^Tn5&>lB^<z)^m^A^fe. 

(8) -mmi!>^-^3^. m^mi^fcitrnM-vh^. 013 (?) iBm<^^^#Afe 

T'fc5> (6) IBm<^^®?^A^fe^ 

(10) i^^^^/UTb^ y =» — /v-fi^^^-efc s . t&fB ( 9 ) ^m(Dmmmxm. 

(11) by /i^TjSi/ y i? y i/^^fls-efc s s h&ib ( 9 ) iBSt^^^^A^fes 

(12) y /u^^stk y y 3 —j^mMi^x-h 5 . Siris ( 9 ) uw.(DmmMA 

IB (9) |B^O^^^Afe> 

(14) ;^y =n^T/i^=i— /W}&5-i^r/^=i— /i-'^-efc^x huIB (13) is^o^ 
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(1 5) ir)> 3— /V'f|^i$:;dSji^Wi/j/y /U-e$>Ss B&ia (1 0) |B^<^^ 

(16) ^ y -fe y :^^fls:ds^ y >fe u vT*fc5. b&ib (id ib^o^^^a^ 

(17) 2if y i^y 3— /wBi^ift^^i^^y ^^^-^iJ^y B«IB (12) 
iaife(^;^^^Aifex 

(18) Ti^y :n^v.':^^y =t— /U;aS^^S2 0 0 0£AT<^t>(^t?fe5. tfrlB (1 

7) IB«0:^m^Aife> 

(19) JiKy ^^l^^'i/y =3>->'^;^^PEG 2 0 Os PEGSOOs PEG400 
, PEG600, PEG1 000> PEG1 500, P E G 1 5 4 0 ^fcfiP E G 
2 0 0 OT-fcS. itrlB (18) IB^O^^^A^fex 

(2 0) ^T/l'a— /^^jaW^-^h— /K y/^^f^— ^ari^y /^^fcf* 

^y;=<>y i^lB (is) lB^(^^^^A^fe^ 

;^T-fc5. HtfiB (1 4) ia^(^^^^Afe. 
(2 2) ^mm. ( a ) ;^y =f*SXf*i^T/V'='— /^J-M-t'SiP'j^i: < ^ 1 

(2 3) ;^-y =n^3&s-||^-efc6. Suia (22) ia«feo^^^A?fe. 

(2 4) -)®»5^>3)te. *^i»^^fm«iT-*>5. HuiB (2 3) mm<Dmmm 
Am. 

IB (2 2) |B«<7)^^^Afe. 

(26) ;^ y =^)teT/^ = — /I'^jspi^r = — /v-^-T? s s mfia (25). m^(om 
^y;^y mia (25) iB^o^^^A^fe^ 

>^T*fc6. tIriB (2 6) IBife<^;^^#A^fes 
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(2 9) =-/V'M^#:-efeSx S&IB (2 2) fB^(D^m^Alfes 

(30) hV :^—JV%^'!f y ir y 5 ^ t&IB (22) fa^(^)^^#A^fe 

(31) y y'W/OSTK y ^ y 3— /uii^(i|sT-& 6. Suia (22) ^w^fo^^M 
Am. 

(3 2) :/y /u^^filsjiS^^WiJ^y 3— tfrlB (29) IS^<7):^ 

(33) :/ y -fe y >'f|#fls::6Si5^' y "fe y t&IB (30) IB^<7)^^^A^fe 

(3 4) ^'^^^W^i^Tl)^^})^^^^^^}) =i^/^X-h^. tSIB (3 1) 

(3 5) 7}?y cn^i^^-^y =1— /v:JS^^42 0 0 0JB^TOt>©T'fc5s H&IB (3 

4) mm<DmmmAm. 

(3 6) ;j<y cn^V^-t/y 3— /V:6Sp EG 2 0 0. PEG300. PEG400 
, PEG600, PEGIOOO. PEGISOO^ P EG 1 5 4 0 ^fcfiP EG 
2 0 0 0-efeS. S&IB (3 5) |3«<^^^^^A^> 

(3 7) iSimmmK U) y^nf h->'W33J:tJ?=arv'y b 

— /v;6^6>M*^$tt;5^i>^ce< i: t> iai:> (b) PEG2 0 0. PEG300. PE 
G400^ PEG600> PEGIOOO. PEG1 500, PEG1540. P 
EG 2 0 0 0:!I^XXJ^^V±]) :^7ti^hm^^tl^<i^^J^< t-hlUt^^^-t^. lulB 

(2 2) mm(Dmmm7<m. 

(3 8) i^9S^;ei5^ (a) iX3*i. -^^'r^h-zK y/i^tf h-/^*fcf*'3s.i/'y b 

— >'V't> (b) PEG2 0 0. PEG3 0 0. PEG400. PEG6 00^ PE 
GIOOO^ PEG1 5 0 0^ PEG1 540, P E G 2 0 0 0 *fc{*iJ^y ir y :/ 

t^-^m-r^. MiB (3 7) ^^(DmmmAm. 
(3 9) ii53s?0C}a5:^y =mxnwT/i^=i—Mzim-t^ im(o^M^'^^i-^. str 
IB (6) um.(Dmmmxm. 

(4 0) :^y =i'W5-*t^T'fcs^ Bui2 (3 9) mm(ommmAm. 

(4 1) -*is;i5v'3:^. ^^i^*yttm«fT'$>s^ *5fB (4 0) mm.<Dmmm 
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IB (3 9) IBSo;^^^Al*x 

(4 3) ^mr/i^=^—/^i)^~i^r/\^^—/i-mx-h^. huIB (42) ib^<^^ 

^->'^-efcs^ s&ib (42) mm(Dmmmxm. 

fliiiB (4 3) t&m<DmmmA^. 

10 (46) 1^3S?^3d5 3 h -/u, y /Hf h -/K ^ V y b -/i^* J*-^ 

/w^f-z^Sr-^Wi-Sx ft&IB (3 9) IB«<^>^^^A?£s 

(4 7) lSimm'PKmE-t^:tV =?«S*3 J;t;«/'*^tt##iT7^='-7K^^^/V^ 

|g;6So. 2 9M~3M(^)^ISl^T'St>Sx tMiB (1) ~ (4 6) V^-f :^^:i^lB<fe<^>^^ 
^A?fe. 

15 (48) ^mm^KW^'i-^:t V =f*t*3 J; tJ*/* fc(i#^iffiT/^= -/^<7)m-=e/u|g 

S;5S0. 5M~2. lM©|£ffll^t?fcS. ^IB (47) IB^<^^^^A^fe> 

(4 9) i&mm(Dmm^t^^^&sT-^h^. ssfia (2) ~ (4 8) v^i*tt)6^lBis 

20 -C^W-t-S. ^i^?^Afflf5:m. 

(5 1) tuiB (1) ~ (4 9) \f^'rM^mm.<ommmAm(oM\m\'^^t^^. 

mm (5 0) |B^(^:^^^Affl^m> 

(5 2) ;ry =?»5-iK^T-fc5s HuiB (5 0) ^fcfi (5 1) mm(Dm^mA 
25 ( 5 3) iMmt^->3m. mwmi^iti-i%mx-h?>. s&ib (5 2) mmommm 

jux-h^. fiifiB (5 0) *fcf* (5 1) mm<DmmmAmnm. 
(5 5) v^j^-zv^s^/y =j->'i-^^#:-efc5. griB (5 4) wM(ommmxm^ 
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(56) i!s—)Vii^'!f3 -fe y Xfl^#:-T?fc S> fl&IB (54) |B^<7):^^^A^ 

(57) 7i< y y y = -/l-^^^*:T'fe 6 > H&12 (54) fB^^D^g?^ 
5 Afflf^Hs 

(5 8) 1^T/V=— yl'dSj^i^ry^a— /^m*fctt;^-y rfSST/^^-Z^T-fc^. fttT 

IB (5 4) |Bm<D:^^^Affi^^ 
(5 9) :ry >'^365-$|T/W='— /^l^-CfeS. fllflB (5 8) fB^O^ 

10 (6 0) ^y /V'f|#^2|£;0S:n^W'i/i/y 3— /^t?^^. SulB (5 5) IBS*^^ 

(6 1) i/y-ty ^'fi^^^s^ds^y-ty buIB (se) ib^<^^^*a^ 

(6 2) ;j<y i/y 3— yuBl^fls:i57Ky J^^l/:/^y /^T*fcSs HUlB (5 7) 

15 lB^<D;^^#Affl^^^ 

(6 3) 7j<y ^i'^w^'^y 3— /i';iS5>^*:2 0 0 Oi^T<^%<^"t?$?5> SulB (6 

2) IB«fe<D;^^^Affi^Mlx 

(6 4) Tjfy^^Vy-r^^y 3— >'V';i)5PEG2 0 0. PEGSOOs PEG400 
^ PEG600x PEGIOOO. PEG1 5 00. P EG 1 5 4 0 *fcf*P E G 

20 2 0 0 o-^fcs. tfriB (6 3) ^m.(owm^7<mmi. 

^y^y /wT'SbSs MIB (5 8) |Bmo;^^^Affll*:^> 

;^■^?fcS^ MIB (5 9) |Bm<^)^^^Affl^^> 
25 (6 7) (a) :^y =?l^Xti!^TyV'==— >'W3:mi-5^i>^< iS^^'^Mi^x ( 

iUT-^Wi-S> ttrlB (5 0) ^fcfi (5 1) iBS^^^^^Afflf^:^. 

(6 8) :^y =f)if}ds-iifm-e$>Ss ttiia (6 7) ia^(^^^#Affi^^s 

(6 9) -i^w5i^3$t, ^^n^fcfmi^-c-feSs sdiB (6 8) "^ma^mmm- 
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IB ( 6 7 ) ^m(ommmAmnm. 

(7 1) =^WT/l-=i—/i-7!)^-WT/l^=i—Ji-mx*h^. ttflS (7 0) |BS(Z)^ 

Bfria (70) lam^D^^^Affif^;^. 

Huia (7 1) mm(DmmmAmmm. 

10 (74) -✓^::^-/i-;65^P=-/^^^#:T-fcS> ttflB (6 7) IB^<^^^#AII^ 

(7 5) b y ^^^^ils-cfes. Mia (6 7) ia^(D:^^^Affi 

(7 6) Tj^y :^-/^;0S7Ky i5^y =i-/^m##:T-fe5s tulB (6 7) |BS<^;^^^ 
15 Affii^^ 

(7 7) tj^y =i-/v^^^;osai^V'>'^y =i-/v-cfe5. fl&iB (7 4) mm.<Dm 

(7 8) i/y-ty ^fl^#:j5S>/y-fe:y vT^fcS. BulB (7 5) l2S<^)^^^Affl 

20 ( 7 9) T^yi/y 3— /Uf|^^Js::&S7jfy:3i^V>'i/y =i-/UT-fe5. gfIB (7 6) 
IB^O:^il^Affi^^. 

(8 0) TKy^^i/^^i/y 3— /V':as^TS:2 0 0 oOT<^t>oT?$>6. m& (7 

9) IB^O^^^Affl^^. 

(8 1) T^y J^^W^'^y =1— /^:i5pEG2 0 0. PEG3 0 0. PEG400 
25 ^ PEG600. PEGIOOO. PEG1 5 00. P EG 1 5 4 0 *;/tf*P EG 
20 00-Cfe5. MIB (8 0) IB^(7)^^^Affil*^> 

(8 2) (a) iyam. h— y/I^t' /l-*3J:r>*^i/y /^jCi^feig 

tR$n5ii>?^j:< i: t> l@i:^ (b) PEG200. PEG3 0 0, PEG400, 
PEG600^ PEGIOOO^ PEG1 500^ PEG1 540> PEG200 
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(6 7) mm<DmmmAmmm. 

(8 3) (a) Z^^aW. -^l^^h—Jl^. yjl^}fh—/l^i^tz.ii^iy]}h—^^i::^ ( 
b) PEG200. PEG3 00, PEG400, PEG6 0 0. PEGIOOO 
, PEG1 5 00, PEG1 5 40. P E G 2 0 0 0 ^fcf*:/ y ^ U ^fife:^^ 

LT-^w-rs^ wm (8 2) mi§i<DmmmAm^m. 
mm (5 0) ^/c(^ (5 1) mm(DmmmAmnm. 

(8 5) =f)^;6S-^m-efeSs HirlB (8 4) IB^<D^^^A^fe^ 

(8 6) ZMmT!>^i^3'm. ^^miitcttmMXh^. B&IB (8 5) IB^O^^^ 

IE (8 4) mm.o)mmmA^nm. 

(8 8) :^y =riifr/^=i— /v-^i^'i^T/^s— /i^^-efe^s Mia (8 7) la^o^ 

(8 9) /K y/Wlff— /K ^vy /V^fcifi 

^y;^y tuiB (87) ^m<ommmAm^m. 

:^T*fc5. Stria (8 8) iBm<^^^#A^t«ims 

(9 1) '>'3Sr. ;K y/Hfh— /K '^rv-y — 

/W^cr^5>^UT-^^i-Sx «&IE (8 4) fBm<^^^^Affi^^. 
(9 2) ^5>;i5ll^^|s:^fc^i^K^*:(DJ^4^^^:feS^ S&ia (5 0) ~ (9 1) V>-rHA^ 

l5^<^^^#Affi^^> 
(9 3) ;^y =f)ISX(:i#^T/i-3— 2m^-h<^J^5^=Sr^^i-sm'a'i- 

Affif^;m> 

(94) wmk^xcoar y =^')K*5 J: fzn.^r fvzi^?v<om=^f^WiWi^ o 

. 2 9M~3M<^)©fflF^lJ:?fc§ J: BUlB (5 0) ~ (9 

3) V^-ri^/{):>IB^©:^^^Affi^m^ 
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(95) M^m^X'(0:i- V =f)^*5 J;t;«/^fc{i#^r/^=i-/K^^^/W'^S:05 o 
. 5M~2. iM<Dfgfflp^JC)^j;5J; 5J-fcbd=»Ci6fli^$^;/h, S&IB (9 4) IB^ 

(9 6) siriB (5 0) ~ (9 5) \^'rfhi!)>mM(D^m^^'^ir^mmmAm'^^y 
(9 7) mm (5 0) ~ (9 6) v^-rtb>o^lBm<?5^^*fc^*^^y b<D. mmMA 

(9 8) HUlB (5 0) ~ (9 6) \/>-rtl7!)^mm<DUm'^tii^^y h^^:^t-t^ 

(9 9) h5I5 (1) ~ (4 9) \,^-rM^mm(DmAm\^^y)^mmA^fiti^m 
(100) piiB(i)~(49) \,^'rM>mm(DmAmK ^ ^ mmntm?^ ^ titz. 

(10 1) MiB (9 9) ^fctt (10 0) mm(omm7!)>hmWi^f^tcmmm^(D 
(10 2) mm, (9 9) ^fcf* (1 0 0) mm(Dmm. mi^< (tttriB (i o d 

mm. ^^mmmmxm i±^) . oiigofectaminei^ i^m.) *5j:t)«^y^^ 

ia2J*^ :2|s:^K^^#Ai*(-J; l5RAW264.7mJ-TLR4 siRNA^^Ab. ^*6^PC 
RlJ:J;«3siRNA^mSra!l^LfcJi^m^:^i-o TLR4 siRNAfmR4 siRNA^^Ab 

tz.^^^^^]^. Negative Control siRNAtt^iyffT'W' M^— /^"CfeSsiRNA^ 
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miA-6omm^^^Tm'am^(Dnm^^^MMi.ti^^^7jk-^o m^. tlr4 sirn 

kmiM siRNA^^Abfclfe;^^^b. Negative Control siRNAf*^;if7"H' :7'=i :/ 

HI 4 fi. ;2|s:filig:^^#A«feie: i: RAW264. 75^flaj3:FlTC^I§fe:^ y =Jp^ ^ V;^-^ 
#Ab. #A^^ (±13) *5<tt)«3^J3&^'l4 (Tm) ^m^l^it^^^Tf^-to 
^A^^<?5-^-;&-FITC<D^^* (JbUl) ^XXfm^M^(D-^—:ti-7AAD(D^yt 
S (THI) %^bs ii©e«l(*Event^Sr:^i-o 

msn. RAW264.7^l!atr^V>T. J^3S»5-^W-rS:^y =n6S^#MT/l'='-/V<^ 
®ii:653!lB|ia--<^siRNA^At-S:J^*r^^^a'J:£bfc^mS::T^-f-o laif . GAPDH siRNA 
f^GAPDH siRNA^^Abyc:^:i:^:^b. Negative Control siRNA(i^:^7^-f :/=» >- 
bn— /Ut?feSsiRNAS:^Abfc5^m^^-t-o *fc^*tfl(*s Cyclophilin mRNAftt? 
/ y 4 X^OGAPDH mRNA+B^ftSr^-t-o 
|l|6fi.,RAW264.7JiIia^ffiV^Tx i^SS^J^S-^Wi-^^/a l^^;#MffiT/W=— (PE 

GAPDH siRNAfiGAPDH siRNA^^A bfc^;^Sr^ b^ Negative Control siRNAf*^>:^ 
X ^ b P — /UT'fe S siRNA^^A bfc^m>Sr:^i-<, :S fc^lftfi. Cyclophilin 

inRNA*T?y — ^ 7 X^<^GAPDH inRNA^^*^:T^-t-„ 

HI 7 tt. RAW264. 7M^ffiV>T. i*J3S?K}a5-^W-rS ^/^l^ h-zw^; #^T/^='- 
/^ (PEG) (^m^'^t>-^>ei5iBJ3a--OsiRNA^At2:]5.t^i~^:I^^M^bfc3$:^?r^i-o 
mcfis GAPDH siRNAfiGAPDH siRNA>lr^A bfc^;^^:^ b^ Negative Control siRNA 
-zf^l^Y P— /i^-efeSsiRNA^^AbfcMm^^^-fo :*fc«S^lftJ*^ Cyclo 
philin mRNAft-T?/—' r^'fX^OGAPDH inRNAffi^J:^:^i-o 

lasfi. DOii. lOiSBll&«rfflv^T. ;^|s:|g|g;^^^A^fe>65^^^^^^fc;^^v^^^^^:^>ii 

5^/^:7;i-yy • T^^^"fe>';^^^^^Abfc^m^^U TlUfim^Srito^^ 
T-^n^-efe55!i^:=^*P'5^;t^^ b:*-y =f7^:^^i^:5?:J' W;^-^ Ktr^^A bfcjfem^ 
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mon. DoiL lomsrffiv^T. ^^mm^mAm^^^^simk<DRm.mA(Dt^^ 

^^^tc^^^^^-to la't', GAPDH siRNAf^GAPDH siRNA^Ir^A bfc^^^^ b> Ne 
5 gative Control siRNAtt^^J^Jf-r-f ^ >' b n— /VT?fe5siRNA^^Abfc^^;i:^^ 
-f-o *fc|5f$ftf^> Cyclophilin mRNAl:-ey— ^7-<X^OGAPDH inRNA+aMSiSr:^-^ 

o 

0 1 0 f*. :*:^BJ;|^^^Alfel- J: ^ h^SJftita^^^bJJgflSmi-siRNA^^A 
U ^A^^ (/ iyi^i/!>i/f5i4) ^i!l^Ufc^m^:^i-o GAPDH siRNAf^G 

10 APDH siRNAtr#AUfcjg;^^^U Negative Control siRNAfi;!^:^f7^-f :/=i b ci 
-/^-efc5siRNASr^Abfc5!$:i:^^i-„ i^fz.mm±. Cyclophilin mRNA:l:-C/- 
•^7^X^(^GAPDH mRNA+B*fS^:T^-f-„ 

mi if*. ;2|s:^BJ;^^#AfeJ-J:t)RAW264.7»tc:siRNA^^^^AU ^A^ 
^ i^^/i^X-M^i-ti^^^^^'iro El'f. Ctrl{:i^ 

15 ;(f"r>f :^=»>' /^siRNAtr:^b. TLR2mLR2t3:*I-t" SsiRNA^;^-t-o *fcAnti-T 
U(2nmLR2lffim^ X o ^ tUtlUam & W=Sr^ Anti-GAPDHJ^GAPDH^fls 

J; o T^^W $ ^fcGAPDHS SS^^-t-o 

20 di?'>fe< i:>b:!sAT<DXm (a) S.TJ« (b) : 

(b) H&iB (a) oxa<o^s Mmm(Dm.mm^is.T^^^j:-m.. 

(a) \zm^xm\f^hMmmt. ^^oi^sji. ^©ffi^ij:^jiSf*M< ^ 
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1 3 

T*#^o ;irfls:6^}c(*. 7=';e-=¥i^y Tjfp^iJ' l/;e-^K (DNA) . y#p^^l^;^^K (RNA 
) , :^y^:^X2'^:t^-h:^V =i'r:t^->'^^ immmi^^m) s 2'-0-( 

2-^ b^i/) :3^'^/\H^m^Wti2'-M0E-mf!fimm). MV^^^RNA (small interferi 
ng RNA : siRNA, |li6{«j2S.TJ«3#Rg) , ^mW^m (Locked Nucleic Acid: LNA ; 
Singh, et al, Chem. Commun. , 455, 1998) ^ K^l^^ (Peptide Nucleic Acid 

: PNA; Nielsen, et al. , Science. 254, 1497, 1991)^ ^fcfi^/l^^':*- y / -T 
>"f-'^>':^i0.J^ (Morpholino antisense; Summerton and Weller, Antisense & Nu 
cleic Acid Drug Development, 7, 187, 1997) if^MT^ir^ ^1 1 :dSt?# S„ 

M~i o 0 nM<D^m^^if^:itifix^?). 

mm-r^ ^ta^x^ s„ 0* b< ^y =f)^sx{:i#i5T/i-=i-/wmt-mi-5ii> 
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1 4 

^^ji^y ^^i^:/i/y =I^/wi^ :9-^*2 0 0 o£jLT<^^y ^^V'i^iJ^y 

T?fctttf^nfiir>feS5>^*©^50-efcoTt>SV\ A<iis:6«JlJ:f*s PEG2 0 0> PE 
G3 00. PEG400^ PEG6 00. PEGIOOO. PEGISOO^ PE 

G 1 5 4 0*5J:TJ«PEG 2 0 0 0 :dS^?iJ^^ tbS,, 

w-^i^tf;*-— drUf;^-— ifv^T/— f->':?'t':^— ^ y if 

^—/K ^y-fey^^s Tjfy ^x^Wi^^y 3— (5^^fi2 O O 0J!^T<^PEG-'£?!I 
XLf^PEG200> PEG3 00s PEG400> PEG6 0 0> PEGIOOO 
^ PEG1500> PEG1540^ PEG2000^) ^ -rl^^ 1^ )V\f 

2 5®(D#>S. 3S(^i^K^ *fc(i4SJ^A±<Di^K^-^W-r5i^ag?^:d5^!l^$tL 
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(DJ^^/Hifg d5 0 . 2 9 M~ 3 M(^fSffll^ i: ^ S J: p \^m^'t S i^-^t^ 5 » - <^ 
^Hl^T-*)tbfi$D^'^^S*>'^^^'^*>oT>bav>36^ 0*U<ttO. 3 5M~2. 
5MO|51S;65Wbtb. i!9$f*b<{*0. 3 5M~2. IM. $6)JJ:0^b<(* 
0. 5M~2. lM(^^ffl;65^{f bHSo 

BfMOJlfflll&lzlML-ClM. 1. 5M*3j;tJ«2M(^3®^<Z)^S"e^A^f>f^tT5 i 

^^®^il«t;D^5(^^•^^bTV^T^>S<. 2«^^AJ^S:'^WbTV^T1>^v^ 2mu± 
^'^^'T^^'^n. ( 1 ) ^ y =?i6SXfi«ST/^=i — /wje:Mi-Sii?'3^e < i: ^ i n<oii^ 

;l;lT«ffiv^e>H5;^y =j'!^j*. H^^. mmm. sMm. * 

«ts hWNO-^^, W^V-lf:^-;^, drhlf;^-;;^. tfi^-T/— ;^ 

*fcby;^-/p^bT($> ^y-fey V^^(2|s:;dS^lf btbSo y -fe y 

u■cf*^ i/y-ty ^'jis^if 6>^6„ 
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-efctbf*jftP{Br''^^^^l:<?5t>(Z)-t?feoT^>^V\ PEG2 0 0, PE 

G3 00^ PEG400^ PEG6 0 0^ PEGIOOO^ PEGISOO^ PE 
G 1 5 4 OiS j;tJ?PEG 2 0 0 0 WJ^$tLS„ 

SA_b<D J: 5 Jfe ( 1 ) ^y ^lL\tWr )V^—?v\zM'^^rp-fii < i: t> 1 
, (2) i^;^— h y /^-Xfi^y /H-M-r^di>^i< i: t> l®<^#»K^Sr 

— /K y/wif /w*3J:t>*^i^y /^:a^b^^$^S^>^^< (2) 
PEG200s PEG3 00> PEG400^ PEG600^ PEGIOOO^ P 
EG1 500. PEG1 540. P E G 2 0 0 0*3 J:tJ«:J^ y -fe y ^'^^b^tR^^S 

• <t!90*b<{*^ (1) ;^y rfi^Xf^T/v-^-zi^t^iM-t-^ lS<7)!feK^x (2 

^tffetLs flrfls:6*ltJ:(i. (1) V3)^s T^-zi^h-^^K y/wif /^*:fef*^ixy 
/V-^^ (2) PEG200, PEG300^ PEG400. PEG600^ P 
EGIOOO. PEG1500, PEG1540. P E G 2 0 0 0 *fcfi^ y -fe y 

m^^y^M^^^ 0 . 2 9 M~ 3 MO^ffiF^ i: 6 J; p l^f^^ ^ t^.•rv^tb{^, 

>*r{*^0<t 9?^e^/^liST'fcoTt>^V\ 0^ b < f*^.^/l^^S 0 . 3 5M~2. 5 
MOlSffldS^tf bn^ i 190* b< JiO. 3 5M~2. 1 M<D$iffldS^tf btt^o 
$felJ:$f*b<liO. 5M~2. lM(7)|5ffld5^tf btbSo 
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0 . 5M~2M<^^iaT*fc«9x (2) i;>>e-— /K MJ /V 

:l:lX'ffiv^btL5;^y =f')^f*. ;Hr<*:6<}t;if^-)^^. H!^S> Hi^S^ 35:)^«s * 
■^ttmW.XW7)Vzi^}Vh bT«. ^^iTv'Va— rfHTy^^— /l^ 

fi^/l^^^^O. 3 5M~2. 5M(^5®IS;65^(f f>tT.s ct <9 0 ^ b < 0 . 3 5M~2 
. lM(0^iB}6S^tf btl.5o $btc:0*L<(iO. 5M~2. 1 M<D^ffl;6S^tf b 
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;lT'Bv^ hti^^mmi^. (omm^^^^ t:im^^xhthtt ^(o X r> ^^^^^ 

WLX^^X\>%W 'plJ;tJiRPMI1640 (Invitrogen^i) > DULBECCO'S MODIFIED EAGL 
E MEDIA (Invitrogentfc) s F-10 Nutrient Mixture (Invitrogen^fc) ^ F-12 Nutri 
ent Mixture (Invitrogentt) ^ Iscove' s Modified Dulbecco' s Media (Invitroge 
n?±) ^fcftMINIMUM ESSENTIAL MEDIA (Invitrogen1±) if ;65'^J:^$ tb6o 

•^fzMmWLh bTJi. HEPESMW^ (ViJ^-rfe) . TRISi^«?^ (v-iZ-^^f) ^ PBS 
WmWL (Invitrogen^t) J^i if;0S«SJ^$tb5o i^5SIK4'<^^«?^<^5illlf*if<^ J: 5 

0* b < 1 mM~ 10 0 mM, b < 1 mM~ 1 0 mMO^|S:dS^(f b 

2 0% (v/v) (D^Wi^mfh^. J:«3 0*L<f:i5--lo% (v/v) <D^ffl;6S^ffb 

m^y^t^m^x^mx-h^trM^<om^m.^(oi^w^x-^'^^hL ufco tj^o-c^jjas 
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xm^<o0kw (37'c^ 5%co2) Txmmirthfi$k\f\ t.ftmi!^^ i^M) 

^t7!)mmi-^^'?ti::^^x^fLitt*<D^^ti-h<DxhoX-h^^\ M^i^m\a-i. 
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So 
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^i^T^y ^^i^:/^y =3— /Hi. ^^A2 0 0 ojejt.T<z)7i^y ^^w>'^y 

■T?fcttf5^Pfiirjfe5^^a<7>t><^"t?fcoTt>^V\ PEG2 0 0x PE 

G300. PEG400. PEG600. PEGIOOO. PEG1 500. PE 

G 1 5 4 0*5<ttJ«PEG 2 0 0 Od^M^^^HSo 

hfl^o ^T/i'a— /i^mi: /K y/Wlf h-/K ^i>^y 

Ti^mmommmxmmmn. mmKmiffm^(D:tv =^mmi^ftn^T7u=r'- 

7j<y ^^l^^-^y (5>^a2 0 0 0£tTOPEG-'e?IJx.ffPEG2 0 0, P 

EG300. PEG400> PEG600s PEGIOOO. PEG1 500. P 

EG1 5 4 0> PEG2 0 0 0^) > /K y/Hfh— /K ^t^V h^^^ 

<^^^M*:fef*4|iJBA±<D^^W^-^WbTV^Tt>Sv^o ^Iclg^go^^^Affl 

m.m^m\^xmm\^tcMmmtmi^^^x)^M^^^m^-^tim^^i^^\^^<^^^<7) 
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^/^^ga[■CfeoTt5SV^^^ 0^L<f*O. 3 5M~2. 5 M©®ffl;6SpJf G>n. 
<t L< ftO. 3 5M~2. IM, ^^\Z.ii}i^\^<V^O. 5M~2. 1 MO^ 

5 mt^m-fhfi^. 

m^<omm^nvxiM. i. 5M*5<ttj«2M<^3^o^g^T'^A*^f*fS:tT5;i 

10 <$?'fJ:<th-Ln (10) (O^^KS^-^^bTV^tL^^S:V^„ ^^i^«{iia<^)i^^<lr-^W 
UTV^Tta<. 2«£;^_hSr-^^b■rv^Tt>M\ 2ffiisAJhSr-^#i-Sm-g'f*s ( 
1) ;r y =^»Xfi)»T/v-= < t> l S<^i^K i: . ( 2 ) i;^;:^— /v- 

o 

fin tv f:^-;^;6S^(f 0^U< (ii-'a!^. ?Li^:65^tf fetb^o 

20 :05^(fbtbSo 

^ y ;^ y b;3^So 
25 ;^*5^»fbtb5„ 
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LTtt^ Ti^U oc^W^-iJ^y (PEG) ^S^tfbHSo 

^^^l^y^^l^^'^y /Wfi, 5>^Ffl:2 0 0 0 6;tTO7H!;^^W;/y 3— /i^ 

T'fetbf^MRr^cC'5^^*<^tiOT'fcoT%^V\ PEG 2 0 0. PE 

G300^ PEG400> PEG600. PEGIOOO. PEG1 50 0. PE 

G 1 5 4 0 :j3<ttJ«P E G 2 0 0 0 :65^^^$ttSo 
^}l(0^ 9 3fe (1) y =?!eiXf**ST>'^=i— /^tJiM-t-Si^^^ < i: % 1 ^©i^^i: 

. ( 2 ) i^:^— /K b y y < i: 1 1 i: ^ 

H (2) PEG200s PEG3 00. PEG400. PEG6 00s PEGIO 
00. PEGISOO. PEG1 540. P EG 2 0 0 0*5j;tJ^:/y -fe y :/;6>b7l 

) /K b y ;e— y ^^-/ncimi-s 1 ^ ^-^^-ts^^^a 

df^^/y /W^^ (2) PEG200s PEG300. PEG400. PEG60 
Os PEGIOOO. PEG1 500. PEG1540. P E G 2 0 0 0 ^fcfi^ 

m(DmmmAm^n. :^?^m(DmmmAm^m^m\'^xmm\^fcM^m (-t-j&t? 

0.3 5M~2. 5M(7)^ffl;5S^ff f)tl.> J:!9 0*b<ttO. 3 5M~2. IM. 
$btJ:0^b<HO. 5M~2. lM<?3®ffl>5S^lf btbSo 
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m^<om^\^MVX IM^ 1. 5M*3j:t)^2M(Z>3®^(D^S^T*^A^f*^fr5 w 
. 5M~2M<D^fflT?fe«9s (2) MJ /I'Xfi'K P ^'HJliS 

rrT'fflv^btt5^y =n^ji. Afls:6<)ij:f*-iis®. Hi^^s mmm. * 

1^. ^^It. fLl^x bW/NP-;;^, w^>'t';^->^. drMf:^->^, Ifi/T/-;^ 
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. 3 5M~2. 5MO^ffl:0S^tf btV, J:«90*b<«O. 3 5M~2. IM. $ 
ejt:i$f*L< f:iO. 5M~2. lMOD|Sffl>65^l-f fe^So 

mM<Dmfi^Kn IM. 1. 5M:JoJ;tJ?2M(D3«®O^^T'^A^ft^^T5 r 

':^u-^vt(oii^m. i^^i\^^^ftmm. 'BVi:<Dj^mti:^^m-to ^itm 
i$i(DM^tit^ m^m<omm. mm(Dmm. ^'^^(Drm^j:i£^m-r^ 

A^fiX\f^^^t^mi-. 
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5 -t^^tk^^v)^ mmi^y^ bfc^/vas ^7r:-r^^m (o^m^ tfj:?>^^ kmrn-r 
xh. i^fz.:^mm(oimmx^mhm.(o^^^t^^t£^yvx^^x^^\\ 

20 xhB:\f^-AK m^\'£'^^^:7T—i^mmmmMi26A.7ms&. ^^>r:/y ^dou. i 
omm. ^r^^m^mm. ^i^mmmmmm. ^itm^mm^. i^immmmmm 

25 tJfjRAW264. TSSflfla. ^^^Zf)) K— eDOll. lO^fl^x ^i^^^Mf^. ^{^m^l^^M 
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H i: ;tt:£Molecular Cloning 3'* Edition (Cold Spring Harbor Press) ^ Curren 
t Protocols in Molecular Biology (John Wiley & Sons, Inc) ^.fcif Sr##te: UT 

l«<^i^^^Ai£ (I^TOsmotic transfectionm t h^^-t tmmmt(Dimt^^ 
0^0 
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1-1) T^^mmmmA^K X^'^^:^-^^^^T — v?*BIStS|cRAW264. 7m^^(0:t V 

1. MimcDrnW: 

RAW264. 7^iia (ATCC No. TIB-71) >^10% (v/v) i^^ff jfiL?S^WRPMI1640 (Invi 
5 trogen) ^::S^L^ 2^^a^/U^U—h (Nalge Nunc) IClOOOOOM/f? a^/VO^^ 

K (20-mer ; 5' - GGA ACT TCC CTA AAG GGA GG -3' ; WM^^ : 1 ) . IMv^ a 
10 10% (w/v) Tjf y ^'^^-l^V^y /HOOO^ RPMI1640 (Invi trogen) ^ 5%(v/v)»>v' 
fl&i^jfiL^t. lOmM HEPES^®?0E (pH7.4) i 9 J^iPMbfCo 

\^^mt. RPMI1640i^ift : DEPC*n;3®7K (6:4) m-^m^fH^ ^ 0 \^Wi^\^f^. 
4.:^W^it& 

15 RPMI1640 (Invitrogen) v^fl^ jlliiLtff ^ fifS^:!^"?-^^ i^>'%^^^^^10% (v/v 

) , 60mg/Ljn;tTil®lb^„ 
5.24well platet?©WA 

RAW264. 7^JlS^€-welUz:i00, 000iM^-roS#. L/c(7)*>jCit*±tt% 
;t-y =f^i{'i/;t-^K-^^S3S^^400/il^;tlPbfc„ ^^Jj:. zTC-x:\Q^mm, 

itifi3ral^^;!jnLfc<, 
6. #A^^(?3^i^ 

25 ^e(Carl Zeiss) IJI J; Sliljg5feSrFITC^^V hV-?;^:7 ^/l'^— ^jI U 20x*fii&l^>' 

X, ^ie;^i§PccD;^7^ 7 (^t&3}^ h=i5'^)^^^^^m^Mr'¥->;^^^- kis 

5 (Carl Zeiss) ^fflV^T|liSbfc„ #A24B#rBl#mTC(7?^^>£r±|Bm^m^^ 
. . 7^/l'i5'->^j:b<^^#T-C0.03#^jg3fcLT^L^o 
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1-2) Oligof ectamine U':^ v^JBBiat5|cRAW264. 7mfl^^<0:t V =f 

RAW264. 7^|Bfl& (ATCC No. TIB-71) SrlO% (v/v) !> ixji^'f? jk^fr^^RPMI 1640 (Invi 
trogen) l^H^L^ 24!> j^/WrT^V— h (Nalge Nunc) KlOOOOOmW^ ^/^(D^S. 

2. ^ y =f ^ ^ U':^^ KO^A 

;e-y =r^^ V;t^K/ Oligof ectamineM'^?0^©P®lfiInvitrogen^±<^it^"^^^ 
TM^^^XMMl^tio Mci^^i^i^s Oligofectamine 9m 1 ^150/i 1(7)0PTI-MEMI 

(Invitrogen) {Jl^U. ^mX^B^mW^U^. mM<D:tV V^nW. 

(20 fi M FITC^Iife:^ ]) \^:^^ Y^ult 150 n 1 (DOVll-milKOmi'^W) t WL^ 

U 20^ra^iat3:m^:^-t><^Sr:t-y F/ Oligofectaminem-a'^SCi: UT 

ffiV^f::, ^(O'ik. ±f224well>^l/-b'T?pMLfc^>fflJia*0PTI-MEMIt;:T^#-. 
±tt^^*U. V-J^^K/ Oligofectamine 2000^1-8-1^ 318 ^ 1 ^^^0^ 

\zM^. mmzTx:. 5%co2TT*^e^. jhttsr^^u. m'mmmo%iy/y)^^^^^ 

lfl^t^WRPMI1640 (Invitrogen) S:3ml^Pb. ST'Cs 5%C02TT^A^24NF^i#^ 

3. ^A^^<^m^ 

1-3) ;jfy ^>'tcJ:5-^!j7;:^'^^n7r^i^J^iats|?RAW264.7illBJ3&^©:^ 
y ^ i^^^ K<D^A 

1. jnfl/feop]^ 

RAW264.7^fla (ATCC No. TIB-71) ^10%(v/v) v'fl^fi^lf(L?t-^>tRPMI1640 (Invitr 
ogen) M^Sb. 24!^ai/^:/W— b (Nalge Nunc) KlOQQQOWiW'^ =^^^<Om^X 
JNejiaSr»#. 37t:. 5%C02O^{fC— Bfei§^b:fe„ 

2. ;t y =f 5? Ko^A 

Tif y oi^i/W 5: UTfijetPEi (PoiyPiusli) ;^fflv^fco y =i':5? ^ W:;^^ 
K/7Ky ^^i^ W 5 >'im'a-^<Z)ill^fiPolyPlus|±<7)4t§|-^=^T/^l;:tJ§o-c^J£ 

bfCo :a<i|s6*JlJ:(:i. 7.5inM jetPEI 8 m 1 >lrl92M K^lBOmM NaClTK^ ("t:;^ 7 X 
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:^ ^ ) \zmm ))^^^ u:^^ Y^W^ (20 n M FITC^^;^ y =f ^ v 
;a-^K40Ml^l60/i 1 <^150inM NaClTK^) ^Jl^U i55>^^ii.tJ:gv>fct><DSr 
W';^-^^ K/Jj^P ^^i^wv-f ^ l^m^mt UTfflV^fc„ ±|B24wel 

1:7"!^— b-eMbfc»l3::^y =?^i5^ i/;^-^^- K/:?Ky ^^i^ W 5 v^-a^^S 400m 

1-4) :2|s:|g5g;^^^A^*> 01igofectamine&:j3 J;T>*7K P Vi^-f ^ 6^ 
Hliia;2|s:|g|g;^^^A^fe^ Oligof ectamine?fe*3 J: t>*7K y ci^^ ^>r ^ ^^t^l J: SFI 

Tc^sife;e-y =fp?^ F^A24^ra^<^3^;iao?^iis »--<oyp«-i^*3j;t;?# 

ft.mM^<om&.±.(OMm^:i-)) ^^^^ W;^^ KO^A;55;z^i: * fe^fco — Oli 
gof ectamine^fe. *5 J; t;«7i< y 1^-:^^ % l^m-^\-mM^<0 \^bAj if-^-^T <Z)« 
Klk^:^ y ^ W:^^ K<Z)^A3a5;^)^ & b ttfciis, ^A^f^^<D^iia©ffl^lc J; 

IS§^=^^^A?£(*^ Oligof ectamineife^ *3 J; U:^ V U^^4%^^mt JiM^^ . 

^mm^mWAm^ X 5 RAW264. 75^Sai!&--(DTLR4 siRNA(Z)^A ^ ^*6^PCRlJ: J: 5 siR 

1. :*:^l^:j^^^A^l-«tSRAW264.7^J!a'^<^TLR4 siRNA(^^A 

TLR4 siRNA (senseiaa?ll5'-AUCCACAAGUCAAUCUCUCUU-3';ia^J#-§- : 2, antisense 
ia^j5'-GAGAGAUUGACUUGUGGAUUU-3' ; @a^J#-^ : 3 <7)Z:;2|s:^RNA) ) }iProligot±J::T 
-a-J^febfCo Negative Control #1 simAitMaion^tlb^hMAVtCo ^^^PM^WtMA 
m^i:^Mll26A.7mS^^<DTLM siRNA*5 J:TJ«Negative Control #1 siRNA(D^AJ* 
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li'^MMMl-l) tW\^KlOnM<D TLR4 siRNAfeSV^f^egative Control #1 siRNA 

2. MAB^ib^ h(Dh—^ /VRNA(D m JlRjt tJ«^ft6<)PCR 

^A24^P^^tCQiagen^±RNeasy kit^^V^T^lSd^fe iJ^^VRNASrlUHX TLR 
4 inRNAtC#M6<}5fc:/7'l''^— (Forward Primer : 5'- GGATGATGCCTCCCTGGC-3' (IB^J 

: 11) > Reverse Primer : 5'- GGGATTCAAGCTTCX}TGGTG-3' (@B^J#-^ : 12) ) *5 
<ttJ«/— ^7^"^^i^3 V:^^^ ha— y^tP&SGAPDH iiiRNAiz:#M6*l3&:7"7-r ( 
Forward Primer : 5'- AACTCGGCCCCCAACACT -3' (ifl^J#-^ : 13) ^ Reverse Primer 
: 5'- TAGGCCCCTCCTGTTATTATGG -3' (iB^J#-^ : 14)) t^fflV^-C^ iBAT^^ J: P t-^* 

^■ftotal RNA 1 jti gtr^lMiClTaqMan Reverse Transcription Reagents (Applied 
Biosystems) 5SrffiV\ dr $/ b<7):7'i3 h /H- bl/SuSSoTcDNA^^^fTofCo #b 
ttfc iJ'/l^RNASOngSJlSfDcDNA^ilMtJll^ttlffi^Mfi^Primer Set:^ J: t>*SYBR Gree 
n PGR Master Mix and RT-PCR Kit (Applied Biosystems) ^^^y hOT^^n /V- 
\C X^tzLifi o Til-^ bs Applied Biosystems^fc D Tv'Wt? i^PCRv^;^ X AABI7700jJ:T 
MJtbfCo Negative Control #1 siRNA^AS^ i: TLR4 siRNA^Ai^J::*3tt6GAPDH<D 
bV^ 1> O ^ ^fj: bs TLR4 mRNA<^)ig^^<Z)flJ'a'^lf^ b^ho ^^^M 2 (Jl 

^<D^:P:^ TLR4 siRNA#APt?}^egative Control #1 siRNA^AS^ tblfe bTT 
LR4 mRNAd583%?N^ bt V ^ 5 ^ i: ib^^ib^o tio 

fj: < siRNA^^A-r 6 t dST't 5 r . ^A b^siRNA^*^l5V^^^T•ialja©mRNA^ 

;*:|§l^:^^^A?fei- i SRAW264. 7iaj|&'^<DTLR4 siRNA©^A^ 7 ^ ^^7:^^11^^ 
TLR4f*LPS(Calbiochera), GU-60 (WAKO CHEMICAL) (D^S^-i^X-h^) . RAW264. 7^ 

m^:itih (Dit-^mxmm^ ^t-ma (om^Tbmm ^ti^^tii)^^btix\^^^o 

•^r-e. ||ll£^2tC|a^<Dj:5JJ:RAW264.73SBJ3&t3:TLR4 siRNA^^A.b^ 2Ammm^ 
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|^*U. mmWl.s lOjug/ml GLA-60, lOng/ml LPSt::T8^ra$IJS!i[SrfTV^. it^JtfS 
>Sf IHJlX UfCo t LTs TLR4 siRNA<D-f-tt? \) t^Negative Control #1 siRNA (Seq 

uiturtt) ^m^m^xMAx.. A8mmm^mm±m^^^\^. mmm. lOMg/mi 

GLA-60^ lOng/ml LPSj3:T8NF^$IJS8:'SrfTV>^ i#^±^t^Il]l|X 

TLR4 siRM^A*fflJ!a*3J:t5*|-R§JNBJia<Di§^Jb?tJ31-^*ttSTNFa^Mouse TNF-a 
AN' ALYZA ELISA=3(^ 5/ b (=i J^^^^-f ;r) t^lT^ibfc^ ^$^^13 3 J-;^i-„ ^<^)^ 

TLR4 siRNA^A^JiaTfi>f«rRg^fla t it^ bTLPS^IJ^tJl X 5TNF a (^0^3dM5% 
, GLA-60^Jifclz: j; STNF a <Dm±fi^66%^mi-^ ^ 1 7!)^^t>^<> fc„ 

::tt6>©J^:^*='bx ;*:|SPJ^^^Alfel-J:o-CNegative Control siRNASr^AU 

^t'^^bt>hfl^t^. TLR4 siRNA^Am-t?^*rtl.^^<^$lM^CJ^?CfcTNFaO0^t 

^^:a5^3tJc:^^J $ r t ds^;6=» t) . ;*:^BJ^^*Aifel- J: ^siRNAtD^At^ J; 
l£<omBi^mm(OWSxKm^$iXh^ :ibt^7ri-^ fife, 

:^mmmmmAm^^x^9^y hm-^mmfffmm^(o:tv ^^^^ K(^^a 

•:fU^h (Nalge Nunc) 1^100000)8813/ 1? J^/K^^^T'jWJISSrilV^fc^ytS'eAl^ U 

. AW^m'hi,cmit<D^'^mm\^^m\^. 37°c. 5%co2(D^j^x'-m.m^\^tio 

:tV^^^ 1^:^^ V^mmmmitUT(om^ : IO^M FITC^a;^-y =?^:^' w;^-^ 
K (20-mer ; 5' - GGA ACT TCC CTA AAG GGA GG -3' ; ia^J#-i- : 1 ) ^ IMiy 3 
10% (w/v) TKy ^f^l^:/:^^y 3— /WOOO, RPMI1640 (Invitrogen) , 5?4(v/v) 
il^i^lfiL?S> lOttM mPESmmW. (pH7.4) tCT^C 5 J: 5 t'Pi^ bfCo 
3.ig3i;^<Z)p$|l 
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5. 24well plate"7?<^)^A 

'r<*i^i&mm^m^ti„ nxm^m3mi^mu\^. ^mx*5^^um.i.tc(DibiSi 

mm (Carl Zeiss) iz. i sjij^^feSTFiTC/^^- hv^:^ :7 ^ /v^—^M 20x*|-i^ v;x 

5 (Carl Zeiss) S^.fflV^Tll^iUfCo ^A24B#^^tCFITC<Z)^3fe^JiHB^3te^#^ 

(Nalge Nunc) iJHOOOOOJNHUa/^' ct/VO?gS"t?jNe!!a^fl|V^fc^^ffi-T?A# 
Us A#mil:t>l3:^^(^^Wit±f&t-3^mb. 37''Cs 5?4C02O^{^-e-Bfei#« Lfc„ 
2. ;^ y -S' K-^Wi«9S?^OPjii 

K (20-mer ; 5'- G6A ACT TCC CTA AAG GGA GG -3' ; : 1) n IMv'hSS. 

10%(w/v)7lf y ai^V-Vi/y =1— /WOOO^ RPMI1640 (Invitrogen) > 5%(v/v) iJ^-S^JJ^ 
j^lktt. lOraM HEPESM^»^^ (pH7. 4) 5 <k 5 lJ:p§iUfc„ 
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iSSS^fis RPMI1640itii& : DEPC^taTk (6:4) U^m^ti:^ ^ ^ \:imM:\^tLo 
5. 24well platel?0#A 

mxw.. 't<\^^mei^m^tLo nn^^WLZmi-^mmx., mM.'^s^^%m,\.tL(D 

^ia(Carl Zeiss) Jcj;§i5&M^J|rFITC^^>'hV-^:^ 37 ^/l^t^'—^iiU 20xM^^>' 
X, ^i^^SC C D p< 7 (^t2f*J b =^5^ P^mfm^T^Wmm^T'^i^:^-^'^- K13 
5 (Carl Zeiss) S^fflV^T^^g UfCo ^A24NFfHmt-FITC(7)^^;|r JifB^^m^li 

15 . 7>f/V'iJ'-fibO^#T-eo.03#^1g|3feb-C^^bfc„ 
7. jfe^ 

mmm e 

20 :*:|gK^^^A?feJ^: J: 5 7 b ^iKmm^mm-^(D:^ V =^^^ K<^^A 
1. ^JI^(D^^ 

(Nalge Nunc) l3:lOOOOOiBJ3^/?> 3i/KD^ft"e^fl&^SV^fct>t#,-eA^^ 
K (20-mer ; 5'- GGA ACT TCC CTA AAG GGA GG -3' ; : 1 ) ^ IM^/alifs 
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10%(w/v)7Ky 3— yHOOO^ RPMI1640 (Invitrogen) ^ 5% (v/v) i^Ji^ 

j^jk^s lOmM HEPESi^^K?0e (pH7. 4) iCl/jiS J: 5 tJl^MbfCo 

iS^mm^. RPMI1640i#itfe : DEPC^StR (6:4) U-^m^^J^^ ^ ^ i^mU\^tio 

4. ±^mm 

5. 24well plate t?O^A 

^mmi.. 't-c^-^£5R^^^v^fco nxmrnm^tai^mMi.. ^tKx^5^m^m.vtc 

^® (Carl Zeiss) X SjaM^fe^FITCz-^^- hVN°;^ y ^ /U^—^M b> 20xMm^>' 
X, ^l^igg^C CD:;(7^ 9 (^t&* h=i{';^)^«m5)-T#®^liT=afv'^/^- K13 

5 (Carl Zeiss) ^ffiv>xii*sb;fe„ mA24mm^i^puc<D^^^±^w:ymwM 

7. jS$:P: 

, 24l>ai/l'7'U— b (Nalge Nunc) KIOOOOOBW^ =t^^^<Dl^^Xl^^^1^\/^tcVt 
tr#fc„ 
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K (20-mer ; 5' - GGA ACT TCC CTA AAG GGA GG -3' ; WM^-^ : 1) s 1 Mi/ a SI 

, 10?4(w/v)jK!J:i^^Vi/^y 3— /WOOO, RPMI1640 (Invitrogen) . 5%(v/v)!j7-> 
Jl^i^lfe^t. lOmM HEPESi^ffi^ (pH7. 4) X 0 i^mM^i^tlo 

3. i&mm(omm 

mmm-t. RPMI1640^«& : DEPC^Q-StK (6:4) ti-^^^^JIJ&S J: 5 l-^3^bfc. 

4, 

5, 24well platet?CC»^A 

^g(Carl Zeiss)lJ:J;Sliljg^<S:FITC/^>'bV-?>^7-</U^$'— ^iiU 20x^ifeU>' 
X, jSigii^lif CCD:*7^ 9 (^t^Tjs b::r^;^)^^5>T#®#^rdr->;e-/^- K13 
5 (Carl Zeiss) >S^fflV^T|l^g Ufc. ^A24^^mi;:FITC<7)m^^±IB^3fe^llc^ 
>>';^ 7-J^\^X o T2#5g^3fe bfco iB/!a(^?i0:^f:ii^ V;^ x A TRTm^teM 
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=t^^u:^^ \^'^^M^mi-i&rf<DiM. : IOmM FITC^fife:^y =fp?^ V-:^^ 
K (20-mer ; 5' - GGA ACT TCC CTA AAG GGA GG -3' ; m^m^ : 1 ) ^ IM^/g)^ 
^ 10%(w/v))iKy j:-^W:/^y aWWOOO^ RPMI1640 (Invitrogen) ^ 5%(v/v) 
l^j^jliLtt> lOmM HEPES^«JS (pH7. 4) \Zti:^ 2: ^ iC^MX^tlo 

4. ^^^m 

5.24well plateT?O^A 

m^pbs i-<n:I^S35^^^l^v^fco wtj«is^^^3mi^?^;!]nb. ^m.x*2^m^m.\.fc(o 

5 (Carl Zeiss) ^^V^T|I^Ebfc„ ^A24B#rH^^^CFITC(^^^^Jiia^^m#^ 
. :7^/Wi5'-J^jJL©^{^T-e0.03#rafl^U-C^bfCc 

:*:^W5^^^Aife*3j;t)«tie5t5^fe«r^v>^7 5/ h^i^mmw!mmmmj^-^<o:tv 
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^ 24!>3i>'U7'l^— h (Nalge Nunc) t::iOOOOOJ^J3a/!> ^/l^^^^-S-e^HS^IrSV^fc^^ 

K (20-mer ; 5'- GGA ACT TCC CTA AAG GGA GO -3' ; WM^% : 1) ^ IMVa)^ 
^ 10%(w/v)7Ky ^'^l/ =2— /HOOO^ RPMI1640 (Invitrogen) ^ 5%(v/v)!>v^ 
H^i^jfiL^t. lOtnM HEPESi^«?ge (pH7. 4) iJlJ&S J: 5 l-P®ibfc„ 
3. ^5S^(D^iS 

{S58?^fis RPMI1640i#:HS : DEPC^StK (6:4) ^l-a-^i^lJ^eS J: 5 l-^^ b^to 

4. 

5. 24well plate-e(^^A 

^3ml^^nL^ -t-<n^:^g5g^^|^v^fc„ wmg:?i?^3mlS:»b. ^^a-e2:^^i^ 
?aU;fc(D*>^SS6?i^?lr^*U ii5g^«fi3nil%j^Pbfc„ 
. 6. ^A^^om^ 

^B(Carl Zeiss)Je:J;5j5lj®3t<lrFITC^^>'bV-?;^7^/Ui$' — ^iib. 20x>!*i^W>' 
X. ^J^gSSCCD;^^ 7 h:=^i5';^)^ifemr^T#^^^^T^i>';r^^- K13 

5 (Carl Zeiss) SrfflV>mJfeb:/S:„ ^A24^K^tc:FITC©ft3tSr±IB^^®m^ 
i^;5;xAjj:J;oT256!?^^)tebTa^b;fco *taj!ia<^?l^liW:Pi/':^7^Al3:T^m3taS 
. :7 ^ /l^iS^ - b<^^f^TT'0. 03#W^)fc bX^I^ bfCo 

9-2) OligofectaminelJ: J;<5 7 y MDf^ii§«H&I^J3iJK^J3a-^<^^ y l^^^ K 

©^A 
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. 24l^cc/V':/W— b (Nalge Nunc) \Z.\^^m^mWtf :^f^<O^Mr^UU^%^^tL^ 

2. ;t P =?p^ ^ i^;^^ K©#A 

:t y rf^^ 1^:^^ K/ 01igofectamineiS'a'^(Opi^fiInvitrogen%i:<Z)^t^'^-^ 
r/Vj3:t«eoT|IJ6bfc„ :irfls:6*lJJ:fi. Oligofectamine 9/i 1 SrlSO 1<^)0PTI-MEMI 
(Invitrogen) li^l^^b. ^ffl.-C*5^5gi^fl^. =?:5^iJ' W:^^ K^^^K 

(20 n M FITC;^!!^::^ P =i"^ ^ W:^^ K9 m 1 150 1 (DOPTI-MEMI i: ^IfP 
U 20:^K^mi-BWct><^^:^y =f:5C:i^ V:t^K/ Oligofectaminem-a-^^ bX 
ffiv>:feo ^<^m^ ±|a24well::7'l^— hT*P®lLfcJiWJIj&?^OPTI-MEMIiJ:-C?fe#-> Jt^ 
±^ttrI^*U^ V^^'^K/ Oligofectamine 2000^1'^'^ 318m 1 Sr^d^ 

leliP;!. 6^Fb^37'C. 5%C02TX^e^^ ±?tSrl^*b. i§feWJ^*Sr3mmAn Us 37 
t). 5%C02TT'^A^24NF^it^^fTofc„ 

3. ^A^^(7)m^ 

9-3) Lipof ectamine2000l31 J: 6 7 h^53ft^^S&i^JiSj^«gl--<^:^ U ^ W;^^ 
K<Z)^A 

1. ^la^^i^^ 

, 24!>ct/l'7'l^— h (Nalge Nunc) ^^1100000J^Jla/l>3l/^(D^ST?^J!a*•SIV^;fe^l^ 

ffiX'A^u. A^^^E*>^-m#(^5^w^«&^^:2^b^#^^^Toy5:o 

2. ;^ y =^'^ F(^^A 

Hr)) zi^^ K/Lipofectamine2000iS'g'*g^(^P®ifiInvitrogentfc(^Ji^'^^ 

3. T/Wj3:^oT^j[febfCo :a:(*^6tlJJ:Hs Lipofectamine2000 3^ 1 $rl50/i lOOPTI- 
MEMI (Invitrogen) M^b. ^^(0:^^) \^'^^Y^ 

(20 AX M FITC^^;^- y =fp5 K3 /z 1 i: 150 II 1 <DOPTI-MEMI(D?l'a^?^) i 

^fnL. 205>^1^^a^^:gV^fct>©1S^;^-y l^:^^ K/Lipofectamine2000M'^?^ 

i:bTfflV>fc„ ^<Z)m. ±|B24well7'W— hX|^lilLfcj^fla<SrOPTI-MEMItJ:T2fc#- 
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, it^_b?SSrI^*U, =f^^ V;*-^ K/LipofectamineZOOOtS-a^^ 306 m 1 

3. mA^m<Dm^ 

9-4) y^^m^^MA^^ 01igofectamine?fe*3j;tJ«Lipofectamine2000l£tJ:J;S7y 
wm^^m^^^AW:. Oligof ectaminejfe*3 i tRipof ectamine?fel2: J; SFITC^ 

^:tv ^^i!^i^:^^}^mA2mm^(DWi^<Dj^m. ms^^<D'^^—i>i3xxj^mA^ 

i?4'<^80%a^<Z5Sj?Bfl&tz::^ V<omAil)^^t ^ bttfc„ — Oligofe 

ctamine^fefc^J;D«LipofectamineifeT'fiW1^<^{S<^A/if(05f«tJ:FITC;^y =fp?^ W 

igof ectamine^fe*3 J: TJ«Lipof ectamineife i: },%mtii «9 s ^ilSi^lJ^B^'fb;"^^^ — 

1 0 

■mm^(0%y 3 i^a-S:dS^A^^i-Jt{S-r^^t' Mi-^^l^ 

0. 5.. 0.75M. lMi:|g'fb$^fc^<^^A^^<^^'fbiJ:oV>T^'<^„ 

1. Wi^<oWMi 

RAW264.7^J1S (ATCC No.TIB-71) SrlO%(v/v) !> Vj|&ffjliL?fr^WRPMI1640 (Invitr 
ogen) l^lS^PL^ 24 •J' 3^/^:7' 1/— b (Nalge Nunc) IdlOOOOO^flS/lJ^cc/K^^^g-e 

2. :^ y ^ \^ir^ Y-^^wmKomn 

K (20-mer ; 5' - GGA ACT TCC CTA AAG GGA GG -3' ; @B3?U#-^ : 1) ^ 0. 5M, 0. 75 
M^lTcfilM^/a!^. 10?4(w/v)7Ky ^^l-'i^^y /I^IOOO^ RPMI1640 (Invitrogen 
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) X 5%(y/w)^iymi^M.m^ lOmM HEPES^®^ (pH7.4) \Z./3:^ X ^ \^mU\^f^o 

i&mmiii:. RPMI1640itfl& : DEPC^IStK (6:4) Jl-g-^JCJ^iS J: 5 Jcflii bfc„ 

RPMI1640 (Invitrogen) Je: iXjB^j^jktt. mi§k:f3i"^^ i^y'^'ttl^nm (v/v 
) , 60mg/LJn;tTfliabfc„ 
5. 24well plate"e(7)#A 

RAW264. 7M?^^weiit::ioo, ooo^na-fo^t , i^^i^^ b:fe(^"^l;:it#-h?t^ 

mmiCail Zeiss) K X ^m^&yt^FUC^^:^ ^ /l-^ — ^mi^. 20x>Sf4fe>W>' 

5 (Carl Zeiss) ?^fflv^T^^s ufc„ mA24mmm^Fuc(D^tft^±w.^^mmm 

HiS^sj 1 1 
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RAW264.7M (ATCC No. TIB-71) trlO%(v/v) l>-:xii&fiFJiiL^t^^RPMI1640 (Invitr 
ogen) iCllS^bs 24l>3i/V7'V— b (Nalge Nunc) JClOOOOO^fi^/l^cc/KDa^T? 

K (20-mer ; 5'- GGA ACT TCC CTA AAG GGA GG -3' ; m^M-^ : 1) . 1M(D#S 

W (i^ 3 -^i^^^h — /K y tf f — /u*> s v^ji'^ v- V h . 10% (w/v) y 

jr^^W^-^y 3— /WOOO^ RPMI1640 (Invitrogen) . 5% (v/v) i/JI&j^jfiL^t. lOmM 
mY^mm^ (pH7.4) Jc;^.e6«fc 5t-P^b/cio 

3. iSSgy^op^ 

<65S^fis RPMI1640i§«& : DEPC^StK (6:4) il-a-^JJlJfcS J: 5 t-PSSbfc„ 

4. 

RPMI1640 (Invitrogen) JJl >J7 Vfl&J^ifiL^ff , ?5i£^:^'?-^^ v'i^^-etl.-emO% (v/v 
) , 60mg/L;!]n;lTp^b:fc„ 
5. 24well plateT'O^A 

RAW264. 7»BliaSr#welllcioo, oooj^|&To#t , i^it^ b;/t<^*>Jj:^«±tt?S: 
l^^s ;^y =f^:J'i^:^^K-^^llS3BIS?l:400/im;bnL;fco ^MT'lo^ra^m 

?S^^S^I^V^fCo WI£^?S3nilS:^PL. ^Mt?2^9-P^i^abfc(Z)'^{S3S?^Srl^* b 
. ii5i^«63mlSr^nbfc„ 

i£B(Carl Zeiss)tc:j:5iSj^^^SrFITC/-<>^hVN°;x.:7^/l'^'-^iiL, 20x^i^l^V 
X. ^i^g^^C CD;(7^ 7 (^tZi^tc h^i5^;^)^S#4^T#P#^T=3rv';^/^- K13 
5 (Carl Zeiss) ^ffiV^TllJife bfc„ #A24^rB^^mTC<^^5fe^JtlB^5t^^i^ 
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7. 

mmm 1 2 

0^ PEGSOO^ PEG400^ PEG600^ PEG1000> PEG1500, PEG1540^V5:{iPEG2000i:^'fb$ 

RAW264. 7^|& (ATCC No. TIB-71) ^10%(v/v) l> v'll^'f^lliLff -^WRPMI1640 (Invitr 
ogen) tellies b. 24!>ai/V:7°W— b (Nalge Nunc) {^HOOOOO^flS/^^ a^/KD^^T' 
«^^#> 37t:. 5?6C02<^^{+t?— Ife^^bfCo 

2. :^ y =f>? \^^^ Y^^-mw^<omu 

K (20-mer ; 5'- GGA ACT TCC CTA AAG GGA GG -3' ; ia^J#-^ : l) s IMi^a!^ 
, 10%(w/v) (=100niM);i?y :3^^W>^:^^y =i'-/H000fc5V^f;i^^yW'lliS(Z)PEG (PEG20 
0^ PEG300^ PEG400^ PEG600^ PEGIOOO^ PEG1500^ PEG1540-^ ;/5:fiPEG2000) ^ RPMIl 
640 (Invitrogen) . 5% (v/v) -^-^ j^jfiLtt. lOmM HEPESi^Sf^ (pH7. 4) 

5^J:PMbfco 

3. f&.^m<Dmm: 

RPMI1640i§ifi : DEPC^LStK (6:4) Ui^mKfi:^ ^^\^mU\^f^o 

4.itWJt«& 

RPMI1640 (Invitrogen) K^i^m^^inm. ^5S^;&•:^•^-r i/^^*r^^^ttlO% (v/v 

5. 24well plate-e<^^A 
RAW264. 7jNBlia^^welljC100, OOOJNBiaT , W^^^ b^feO-^icU^^i^fS: 



VfO 2004/108921 



PCT/JP2004/008020 



4 4 

mm (Carl Zeiss) \Z X SSd^^fe^FITC^^:/ hV-?;:^ 7 ^ /UiJ'— iSrii 20x*f«|^J >- 
X\ ®l«^^CCD:*p{ 7 (^*&* bc:^j{';^)^^m^T^^^^Tdri^^^-^- K13 
5 (Carl Zeiss) ^ffiVNT^JfeUfCo ^A24B#FB^mJ-FITC(D^^^ ±15^3^:11^^ 
7^ A J: o T2«!?KS3fe UTli^ bfco m^<DJ^m\^m X tcT Bim^feM 

MMM 1 3 

Wi^m^(DmM<D^/T^^^i-iMMmi-l) tmm^^otli^-^. 10%(w/v) (=100mM 
1. il!ig<^^m 

RAW264. 7^>fflJia (ATCC No. TIB-71) ^10%(v/v) li7->'Ji^-frifii?t^:^RPMI1640 (Invitr 
ogen) tCSi^b. 24!>ai/l^:7"l^— h (Nalge Nunc) tC100000^fl&/!>ai/K^)^|£T' 
j^fflia^St. 37t:s 5%C02(^^f4^-t— Bfelt^ bfCo 

;ty =f:5^ ^ i^;^^ h"^mMmmi-t&.T(om0. : ioaM FiTC^a^^y rr^jJ' w;*-^ 

K (20-mer ; 5' - GGA ACT TCC CTA AAG GGA GG -3' ; ia^J#-^ : 1) > 1 3 $t 
^ 10%(w/v) (=10 0mM) ^y a:^l/>'>/y =a— /HOOOSbSV^til 0 OmM^y ir 
yi^, RPMI1640 (Invitrogen) > 5%(v/v) t^i^Ji^i^jfilft. lOmM HEPESi^«|^ (pH7.4 
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i&mm\t. RPMI1640itJffi : DEPC^StK (6:4) m-^WK-^J:^ ^ 0 i^mUl^tio 

4. ±i^mm 

RPMI1640 (Invitrogen) \:i^iy^}^5tM^ ^l^:^)'^'^^ ->:^^^tl^tllQ% (v/v 
) ^ 60mg/LAP;tT^3^U^„ 
5. 24well plateT?©^A 

RAW264. 7i|ffl|ja^#wellJ;:iOO, OOOm^-T-^m^. UfcO*>Jz:^^_L^t^ 

X. ®igi^sccD;^;7« ^ (^tzi*; h^ii^ :^)mmm^^mmmm.r^->:t^'^'- kis 

5 (Carl Zeiss) S^ffiV^T||^S bfc„ #A24^^^te:FITC(D^3fe^-fc|Bm3te^^^ 
v';^7=-AlJ:j;oT2#^m3fcU-Cji^Lfc» «<D?l^Sfi|MlixyC7^Atc-C^m^jS 

MMm 1 4 

HJfe^aj 1 - 1 ) (DMmm(DPEGk 3 i6SSr^^/^aS<Di^ a tS^fcfiHST/U-a— /Ui: 

i^gS^tf'cD^Kc^^/^^tSJi^JSMl-l) <bI^^tC^o/c**. 10%(w/v) (=100mM 
) PEGlOOOi: lMiX3)^^^^/W^g(Dv'3i^> y/Ptfh— -^i^^ /^^fcti 
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RAW264. TJNBHa (ATCC No. TIB-71) SrlO%(v/v) l>->fl^'f?jkfl|^WRPMI1640 (Invitr 
ogen) tC^^Sb. 24!j7 3i/^-:/W— h (Nalge Nunc) tJ:iOOOOOJSBJI!a/!>3:/WO^^-t? 

5 2. ^ y =f ^ ^ K'^Wi^3S?K<^PM 

F (20-mer ; 5' - GGA ACT TCC CTA AAG GGA GG -3' ; ia^J#-i' : 1 ) ^ 1 a lif 

tm.iWv) (=10 0mM) PEGIOOO, ■^fcm.m(D^m^ (v^a)^, yjV}fh—Jl^ 
^ -ri/^ /U'^fc{-±^v'y h—7>) . RPMI1640 (Invitrogen) ^ 5%iv/v)^iyB 
10 j^Jktt^ lOmM HEPESMW^ (pH7. 4) Kti:^ X 0 i^mMl^fCo 

i&mmn. RPMI1640J§fl& : DEPCMStK (6:4) m^W^^i:^ ^ ^^^WMl^tio 

4. ^WJtife 

RPMI1640 (Invitrogen) r> i>'J3^i^J^lL^t^ ?iiS^:*':?-^-r ix:/S^^n^*:^^10% (v/v 
15 ) > 60mg/Lj!jn^TPiib;/h„ 

5. 24well plate-C<D^A 
RAW264.7«;gr#welltJ:iOO,OOOlMJ3a-foiS#. bfc:0*>l3H§^Jb?t% 

20 9S^<S^^V^fc„ WtJ«<S3S^3ml^^BU ^ta-T?2^^i5^mbfc(^*>i£5S^<lrl^*b 
. *i5gJtfl&3ml^^^Pb:^o 

^g(Carl Zeiss)iJ:J:'5i5b^^^FITC/-^:/K/-?;^:7^/^i5'— ^iib. 20x^i^Wi^ 
25 X, j@i^^SCCD;i&^ 7 (^^tJn hc^i5';^)^^:»-^g^^#^T=ar;>';t/^- Kl3 
5 (Carl Zeiss) 5|:fflV>T|IJ£ bf:i„ ^A24^rHmjJ:FITC<Z3^)fe%-h|B^^^#^ 
i^;;^7^Ajc:J;oT2#^^^^b-r^^bfc„ «(Z)?l^ffi{ill-i^;^xiNt;:T"im5t?® 
, :7^/v^-tj: b<Z)^#T-C'0. 03#^^3fe bTii^ bfc„ 

7. 
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i^c^/ujts (1. iM) -vhtii-i. ?EG.t-y3m(Dm^mtmx*f3:<^mm^i^ ( 

UT. PEG^ v- 3 *S(^iii'a-^fcttT'j^^ < ^^^^i^hm^^^ ^1 ;05T'# S r ^ 

1 5 

v^^mt5NRAW264.7iSfflflat^^V^T. FITCgllife^^c^^A^^s ^Ai^i: ^j^lS^ti 
(O^M^Floyf CytometrytilJ; «5f^^;fco 

1-1) :*:^l^:^^^A?fet- J:S-^!>:^"^;J^n7T — -^J^Jiat^RAW264. 7mS^^(DFUC 

1. ^lao^M 

RAW264. 7i[|J3&filO% (v/v) 1^7 v'JJ^^fifiL^fr^^RPMI 1640 (Invitrogen) . 1-75:7 7 
;^=2 (IWAKI) t3:T37*Cx 5%C02©#:ftT»* bfCo 
2. 

ffi3i^^(*£AT<^M^ : 1. 4M iXal^s 100niM(10%) PEGIOOO, RPMI1640 (Invitrog 
en). . 5%iv/v)^iym!^Skm. lOmM HEPES^W?^ (pH7. 4) J: 5 t-l^®I Uf-o 

4. {g§S?^ 

5. ^Wit«& 

RPMI1640 (Invitrogen) »> -^JH^i^jfilftN life^::^-^"^^ i/:/?l^^:^^^tHO% (v/v 
) . 60mg/L;lJlIx:Ti§®ibfc, 

6. ll^^^ST'C^^A 

RAW264. 7^jia^^2. Omlf=-i— ^1^1500, 000|BJ!a-f oHHDt ^±i^iii^'M ( h 
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mltcS^^L^ 6 well plate (IWAKI) j;ifi|V>fCo 
1-2) FlTCmm:^V l^^'^ YmX^^<om^ 

Flow cytometer EPICS-XLH i^;^-?^ ASr^V^T^ y 

;e-I/-fe^:/^3fc3HS^EPICS XLn-2^;^xA i^y^-^l^' ^^V^"Ca!l 

31^:^^124 (_h|g) t;i:^i-o 

W264. TjaBflajJ::^ P ^ W:*"^ K^^^ J: < #AT# Hf^M^^ fc„ 

Flow cytometer EPICS-XLH V;:^"?" Ai^^V^T. 5EiBflaS:^fei-5^^7-T:J' ^ 
>'-^^ix:/D (7AAD) m^ftSrJi^tC^A^S^O^^^^ti^P^fCo 
^A«!iS24^fe^mt-)NBJia^IlII|X ^iiiiiiiS'M (h5-*tX) 2, 000|l]^/:5^ 

iia.i:2|c|||g^Aife^J:<t«P^A*aaSrfToytJNflia(^^m^04 (Tia) t-:^-ro 

mmm i e 
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1-1) :^mmmmmAmi^ x^-^^:^-^^^y r—i^ms^mk^26A. 7misk-^<DsimA 
1. mfi^<ommi 

RAW264. TJlfflUa (ATCC No. TIB-71) filO% (v/v) v^Ji&'fflln.?ft^WRPMI1640 (Invi 

trogen) , T-75:7^;^=i (IWAKI) tCT37'C 5%C02<^^ft^-C*i#^ bfc^ 

m^mi-ii&.T<DmM 1.4M =f«f^fc:(±#^T/V=— RPMI1640 (Invitro 
gen) . 5%iv/v)t7iym]^Jkm. lOmM HEPESi^®?^ (pH7. 4) JJlJ^i S J; 5 l-^Mbfc 

UfCo ::;h.^DEPC-;55QiS7K (f-;*7^-rv";^i5') tCTlinM(^^g^i!^.eS J; 5 
o ffiV^fcsiRNAHiy.T<^@a^J : ImM Negative Control siRNA ("fe :/;^^21-mer ; 5'- 
CAAGCUGACCCUGAAGUUCAU -3' ; iaj!l#-^ : 4. T>'^-fei^:^^21-mer ; 5'- GAACUU 
CAGGGUCAGCUUGUU -3' ; IB^JS-^ : 5. l^'o y =fi;^^^<>') , ImM GAPDH siRNA ("fe 
>';^^21-mer ; 5'- CCACGAGAAAUAUGACAACUC -3' ; SH^J## : 6, T>^'^>^0.2 
1-mer ; 5'- GUUGUCAUAUUUCUCGUGGUU -3' ; ia^J#-^ : 7) „ 

4.{&ai^ 

RPMI1640 (Invi trogen) lC^Z^$^tMskm. W;*/-:^-^-!' i^:^^^tt^*tblO% (v/v 
) , 60mg/UJPx.TPS^byt„ 
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RAW264.7JNflliaSr^2.0ml^c=L— :/lJ:iOO,OOO^fl&-ro[H|l|Xb> #JbJiiji)l'L>^ ih 

,000|Hlife/^lJ:T5:9-^ii'i>U it^±^t^^^s ^Witifi2mUC#!^^b. 6 well 

plate (IWAKI) JJlfllV^lfco 

1-2) smm?<\^Ri^ir^^<Dm^ 

GAPDH siRNAt^ J: 5 F^^SEttGAPDH inRNA(D ^ y^^t? tKSS^^^^-^ 
^•rs;^ y rfj^^^iTy^^— /i-<D®^:Osm---<^siRNA#At-^}^-r^^^li'< 

^A24^ra=^Jj:Qiagen1:i:RNeasy kit^ffiV>"C5Mfla:a>6) ^J'/WmAJlrlilljX Us GAP 
DH \mk\zMWk^^l':f7^'^— (Forward Primer : 5'- TCACCACCATGGAGAAGGC -3'( 
la^j^-^ : 15) ^ Reverse Primer : 5'- CTAAGCAGTTGGTGGTGCAG -3' (ia3?IJ#-^ : 16) 
)*5j;tJ«y— ^^-Y-^—v'a h /l^-CSbSCyclophilin mRNAtCi|#M6^/^:7° 

(Forward Primer : 5'- GTCAACCCCACCGTGTTCT -3' (@a^J#-§- : 17) ^ Rever 
se Primer : 5'- GAGGTACCTGCTGTCTTTGG-3' (@a^J#-^ : 18)) ^ffiV>T. ^JSM 2 i: 
|^#tz:bT^46«jPCR;^||iifebfc<, Negative Control siRNA^AS^i: GAPDH siRNA^ 
AII^^*5^tSCyclophilin(D^m*^^bV^1JO<^^^iU GAPDH mRNA(D^S^^(^fiJ 

GAPDH siRNA^AI^TfiNegative Control siRNA^AP^HslfeUTGAP 
DH mRNA}6^ 3 )^^ii555?SS¥-e80. 2%. V/l'lf /l^^i«?3S^Pl?68. 5%. 

yi^^i^3S^^«^Tm 8%. *3 J;tJ«i/y -fe y >-^#i^31?Kp-C*38. 2%m^bTV^5 ;i i: 

FiTC^II6;a-y =?p^i{' V';^^Ki:Pai3:siRNAt>^^a<^At?#s:::i! 
. ^X.nm^y^^m^Bxmkt^J ^^:y^>^^7f^-t^ht^ii^t^^fz.. *fc. :^y 
=f$Si:PEG|g(Dm'a-^:^cffC^.e<x #a;*-y =fi^-^^T/V'=i-/i-Sr^^^*tv^^ 
ic^Si bTffiV^fc^'a'^^:*5V^Tt>siRNA^^^S:<#A■6rte•T?#fcr ^;6^fes # 
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mmm i 7 

1-1) ^^mmW^mA^^ i::b^^:^'^^^'7T — i^aflliat5^RAW264. 7^iia-^<^siRNA 

(OMA 

1. 

RAW264. TJiWfla (ATCC No. TIB-71) filOJi (v/v) e7-S/J3^^?lfa.tt^WRPMI1640 (Invi 
trogen) . T-757 7:^=1 (IWAKI) JJ:"C37'C. 5%C02<Z)#feft=-C'^^ Ufc„ 

2. ift?fi^i^(Dpl^ 

i^§5^{*OT<^iiafife : 1- 4M 100raM^^ffiT/l-='— /K RPMI1640 (Invitr 

ogen) . 5%(v/v)!j7v'li^j^lkmx lOmM HEPES^Iff^^ (pH7. 4) i 5 t-PM bfc 

-/y 3-/^200 (PEG200) , PEG300. PE6400, PEGBOO^ PEGIOOO, PEG1500, PEG1540 
, PEG2000^SrfflV^fc. iXaiSIs y /Hf b — /W^i^i/"^. PEGmj*-^;«7 7'l'7^:^iJ' J: t) 

3. siRNA^;^<^PiS^ 

o fflV^fcsiRNA{*iy.T<^ia^'J : ImM Negative Control siRNA (•fei/;^^21-mer ; 5*- 
CAAGCUGACCCUGAAGUUCAU -3' ; ia^J## : 4, T^/^-fe:/^021-mer ; 5'- GAACUU 
CAGGGUCAGCUUGUU -3' ; @a^J#-^ : 5> :/n y =ri;?^/N':/) , ImM GAPDH siRNA (-fe 
:/;5^®21-mer ; 5'- CCACGAGAAAUAUGACAACUC -3' ; WM^^ : 6. Ti^^-fei^:^^2 
l-mer ; 5'- GUUGUCAUAUUUCUCGUGGUU -3' ; WM^^ : 7) „ 

4. -(635^ 

5. :^W1#«& 
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RPMI1640 (Invitrogen) fiS^*"^-^^ v^V^^tt^tLlOX (v/v 

) , 60mg/L;l!jnx:Tiliiby5:„ 

^-ntx) 2,ooomm/^KX5^m^>t-\.. mm±m^^^. imM sirna^^^io/x 

,000lll^/^j3:T55^^3t*L>b. it«±«trl^#s ^Wit^2mU3:S» L> 6 well 
plate (IWAKI)lCfllV^fCo 
1-2) siRNA^AJ3l2St(^-r^m<^S9^ 
GAPDH siRNAlJ:J;Srt^ttGAPDH xmA(D y ^ ^ t7 ^^3g^:65-g• 

^A24^K^lCQiagen^fcRNeasy kit^ffiV^TjMJia}6^e) b^iJ^/^RNA^HUlX U^ GAP 
DH mRm\cW^ffy^'y7 ^ (Forward Primer : 5- TCACCACCATGGAGAAGGC -3'( 
gfl3?II$^ : 15) , Reverse Primer : 5'- CTAAGCAGTTGGTGGTGCAG -3' (ia^J#-^ : 16) 
)*3 cttSV— ^^-f-^^iXa i/a^- hn— /k-C'fcSCyclophilin mRNAiC#^6tJJfe'7' 
9^-^— (Forward Primer : 5'- GTCAACCCCACCGTGTTCT -3' (@a^lJ#-§- : 17), Rever 
se Primer : 5'- GAGGTACCTGCTGTCTTTGG-3' (ia^J#-^ : 18)) ^ffiV^T^ MMM^t 
.I^=^j2:bT3£*6«jPCR^^J£b:feo Negative Control siRNA^AS^i: GAPDH siRNA^ 
A^J-*3tt 5Cyclophilin(D^mft*^ bV^ t> <^ i: ^J^f U> GAPDH mRNA<^|S^<OflJ 

#SPEGm<^m'a'^0^;l:S:^ 7 KTr^-To 

^ (0^^^. i^^mt ^m?Em<OU'^'\tX't±GAPm uOm-A^ . ^^amt PEG200-^^ 
2%. 3 «t i PEG300'^Wi§f3S^PT-77. 9%. a HI t PEG400-^^ii55g 
^l¥T*69. 1%. 3 PEG6OO^Wi^3S?0!P-C72. 9%. 3 )^ ^ PEGlOOQ-^^i^SR^S 
8¥T*68. 7%. isXXJ^i^ 3mt?EG1500^mMmmmX73. 3%m^ LTV^S t /6S5>y6^ 

i:PEG200'^^li5aS^S^"e65.0%, y/Vlf /W^PEG3O0'g-^ii53S?i3!^T?62,9%, y/w 
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mmm i s 

*^|g^^^Afe%ffiv^fc•^!^';^Tiial&#^ljSt5^oll. ioms^^(D^^^y ^ V y - T 

*^M^^^A^Jj::^^<^m«5jg5.ig-efc5(Dd^^:0^^il-<S:rcJ?)> -^^^^im 
1-1) :*^P^^^^A&l3:J;SN'e7;5j>/N^:/y V—^DOn.ioms^^(D^^^^:i-Vy 

Wn. lom^nm (v/v) !>->'fl&^?jllL^WRPMI1640 (Invitrogen) , T-757 7 

:^=i (IWAKI) tc:T37t:, 5%C02O^#T'i#^ byto 

MW^n&.T(Om.0.:2.QM V3$S> lOOmM PEGIOOO, RPMI1640 (Invitrogen) . 
5%(v/v)!>i^Ji&j^lktt. lOmM HEPESM®?0? (pH7. 4) ictj: X 0 k^^^Vito 

•a^UT^AUyto ;m^fDEPC-^a;S7K (•^Ji&^-I'T^^^) tCTlmM<7)|i£^<t^^SJ; 
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©SB^J : ImM V J • T (25-mer ; 5'- CCTCTTACCTCAGTTACAATTT 

ATA -3' ;ia^J#-^: 8) » 
4. f^^WL 

RPMI1640 (Invitrogen) \Z.^%^W:^iSLm. mki^-^^^ ^y^y'^^'kx^^MPh (v/v 
) , 60mg/L)!)P;tTPiSlU:feo 

Don. 10^Jia^#2.0ml^:i — >^JC500,000^fl^-rolHlHXU ^±]^^is'M (h 

Mbybot)^ ::k:J^^®7K (i^ci^iS^) l. linl?lr^;!jpbfc„ lo^m^m.\.r^<Dib^± 
i#J&2mlt;iB=^®L. 6 well plate (IWAKI) JcSlV^yto 

1-2) */^>';a-yy • Tv^-fe^^;^^^^A^m<^S9^ 

Flow cytometer EPICS-XLH i^;^xA$rffiV>T. 7/^:^ i^^^»SritMlJ: 

t^p?j5^i^:^^K?:^Ab^i:#©3^mtrll8 (T^)l^^i-„ 
^AT*# S <»: ;65^d>o fc„ 
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mmm 1 9 

-^tf^^^^-f^) K— ^DOIL 10J^fflJlat^>^V^T^ GAPDH siRNA(DS^^A<^^^SrSi 
1-1) ;2|s:|i0^^^#A*felJlJ;S-^!5':^^^^:^y ^DOU. 10jNBJ!a--<^)siRNA(D^A 

1. m^(omu 

DOll. 10SiBJ§af*10% (v/v) l>->'li^f?lfiL^WRPMI1640 (Invitrogen) . 

;3^=J (IWAKI) JCT37t;^ 5%C02<^^^^-^i§^ UfCo 

2. ?^3R?^<^PM 

]^Sg?^f*J2^T<^jia^ : 2. OM ->'^^S^ lOOmM PEGIOOO, RPMI1640 (Invitrogen) ^ 
5%(v/v)^7Vji^lllitL^t, lOmM HEPES^^Ir^K (pH7. 4) JJli^iS J; 5 t^^iiUySio 

3. siRNA^?^<^paSi 

„ ^V^^hsiRNA{iei.T<^Ba^J : ImM Negative Control siRNA (-fe>';^^21-mer ; 5'- 
CAAGCUGACCCUGAAGUUCAU -3' ; ia^J#-^ : 4^ T V^-fe>';^^21-mer ; 5'- GAACUU 
CAGGGUCAGCUUGUU -3' ; IB^J^-^ : 5^ -fn 3 r^v?^/-?:^) ^ ImM GAPDH siRNA ("fe 
>'x<.021-mer ; 5'- CCACGAGAAAUAUGACAACUC -3' ; IH^J^-^- : 6^ T:y^^-^l^:^^1 
1-mer ; 5'- GUUGUCAUAUUUCUCGUGGUU -3' ; ifi^J#-^ : 7) „ 

4. i^wm. 

RPMI1640 (Invitrogen) Id l> v^l^iMlfil?t> ^iiS^;^7•:^-^^ i/>''S^^^•?f:^^10% (v/v 
) ^ 60mg/UlBx.TPillLfc„ 

DOll. 10iNBJia^#2. Oml^^— ::?'JC500, OOOj^ia-f OHJIDZ ^_blSi3^i§'L>«l ( h 
^-)WX) 2, 000Il]^/:9•^-T55>FN^i^.L^ U it«±^t^l^#s ImM ^/V7;^-yy • 
r:y^^i/>^W^^WL^\.^ii\. iS53R?^^l90Ml^Pbfc„ ^k^c:. 37'CTn5:$>^m 
ab;fc<^iD. ^Wmmiif^ i->:Mmm l.SmlSr^DUrCo 105>Pg{5^mbfc©*>^± 
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^mZmLKnmm^. 6 well plate (IWAKI) ICgV ^fCo K^^A^^:*5V^T«^A24 

1-2) siRNA^A^CS.t^-r^m<^PJ5S 
GAPDH siRNAiCj;S|^:^EttGAPDH mSlik(D y iy t7 l^^^^mm^. Mmm^)^^ 

mm^Qiagen^tmieasy kit ^m^f^XM^Tb^h iJ^/^RNASrlllltZ b> GAPDH mRNAtC 
#M6<J'^i::?'7-1'"r— (Forward Primer ; 5'- TCACCACCATGGAGAAGGC -3' (ia3?U#-^ : 
15) ^ Reverse Primer : 5'- CTAAGCAGHGGTGGTGCAG -3' (IB^JS"^ :16))i3XXJ^y 
— ^^'l'-^— v'a bn— /V-efe5Cyclophilin mRNAlc:#M6*J3fe>^7^-^'- ( 

Forward Primer : 5'- GTCAACGCCACCGTGTTCT -3' (ia3?!J#-^ : 17) , Reverse Primer 
: 5'- GAGGTACCTGCTGTCTTTGG-3' (ia^J#-^ : 18)) ^fflV^T^ MMifil2 tm^i^l^ 
T^»6«jPCR^||Jib;^„ Negative Control siRNA^AP i: GAPDH siRNA^AI^t^:*? 
^tSCyclophilin©|S^*^^UV^t)<7)i:^3^j;b. GAPDH mSm<DiSM<D^\^^fYM- 

^(Dl^^, GAPDH siRNA^m^AI^-ef^Negative Control siRNA^AP i: tfci? U 
TGAPDH mRNAj6524NFPBm"C72. 3%. 48^K^'e48. 4%^ 72^K^-T?28. 4%M3«c U■CV^ 
S:i^*53^5&='ofc„ — iJ&'x GAPDH siRNAS^^AS^*T?(*Negative Control siRNA^ 
AP i: Jtlfe UTGAPDH mRNA;0524^^1^-e71. 4%, 48Nf^^T?70. 4%, 72^^^T?68. 0 

^^AJL(DJ^gm/i'^b^ ;*:^8^#A^*Jv1J:oT. -^i^^^/n-i' K— ^DOli. lo«tc 
33V^T ^FITCPIil;^- y =^55 iJ' K I^^icisiRNAtj^^S < ^At?# 6 r i: . 

*3j;TJ?^A$tt^siRNA:dSy ix^;^!J':^tSi4?S:^i-::ii::iS5^j6=»ofco *fc. 

MMm 2 0 
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, 1^"^ oLiiVZfX^—Y (Nalge Nunc) JZllOOOOOM/'^ cii/l^(^^;^"e^lia%fi|V^fc:t^ 

iff §l?^{i£AT<^JE^ : 1. OM v-a)^, lOOmM PEGIOOO, RPMI1640 (Invitrogen) . 
5%(v/v) !>i^J3^i^jfiL?f. lOmM HEPESMW^S (pH7. 4) tJl/iS i 5 t-PiSbfCo 
3. siRNA:^^<Dpti 

fco ;:mSrDEPC-*0!3S7K ir}rio7^'T7.^^ \zrc\xM(D^^hn:^ ii^\zm^\^1^. 

ffiV^fcsiRNA{i^T^^Sa3?lJ : ImM Negative Control siRNA ("fe ^><.^21-mer ; 5' - C 
AAGCUGACCCUGAAGUUCAU -3' ; ia^J#-^ : 4, T^^^>':^^21-raer ; 5'- GAACUUCA 
GGGUCAGCUUGUU -3' \ W^\^^ : 5^ TT'n !J zT^;?^ ^ ImM GAPDH siRNA (-fe^^ 
;^^21-ffler ; 5'- CCACGAGAAAUAUGACAACUC -3' ; ia^J#-^ : 6^ rvf"^^^:^^1\.- 
mer ; 5'- GUUGUCAUAUUUCUCGUGGUU -3' ; W3\^^ : 7) , 
3. ffiSS^^oM 

^Wm^^ RPMI1640Jt«& : DEPC^StK (6:4) U^WXcn:^ i^O\^WM\^f^. 

4. 

5. 24well plate'e<D#A 

1-2) siRNA^At5:JhfSi-^m<^S!l^ 
GAPDH siRNAi;i<k § F^^&t^GAPDH mRNA(7)y 5/ ^/^^^fi^JJl, Jff§S^;i5^ 
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en%fcRNeasy kit^fflV^TJNBJjSd^b ^/H?NASr|EliIX GAPDH mRMJ;:#^6<J3fe:/ 
"7^-^^ (Forward Primer : 5'- TCACCACCATGGAGAAGGC -3'(ia^J#-i- : 15) ^ Reve 
rse Primer : 5'- CTAAGCAGTTGGTGGTGCAG -3' (Ba^lJ#-^ : 16)) ^ XXJ^ / 9 
— i/=ii^fn— /WTfeSCyclophilin mRNAfc:<j#^6^?ie:/7^ (Forward Pr 
imer ; 5'- GTCAACCCCACCGTGTTCT -3' (ia^J#-^ : 17)^ Reverse Primer : 5'- GAGGT 
ACCTGCTGTCTTTGG-3' (ia^J## : 18)) SrfflV^T. MMM 2 tmm^l^X ^&!^PCR 
^MMl^tlc Negative Control siRNA^AP <^ GAPDH siRNA^APt-*5Jt SCycloph 
ilin(Z)^^4^^bV^t>(Z)^^;iCU GAPDH mRNAt^^S^OSiJ-^^fl-^bfCo 

^(D^^. GAPDH siRNA^A!^-t?«Negative Control siRNAa^AS^ UTGAP 
DH mRNA;0S24NF^^-e71. 7%, 48^^^^-C56. 6%, 72B#^1^-C24. 3%?^^ LTV^S ^ ^ 

V=i^^ K t I^^^CsiRNAtj^^g: < #At?^ 5 r i: . *3 J:t>*^A^ 
MLsimki)t /^y^^r^ lyf^'&L^TM- ^ t iy^^t^^ fco 

mmm 2 1 

:¥-mmmmK^^m\i^fz.'^t7:^-^'!7 -v>^JMliSt^cRAW264. 7^J3&'^(7)siRNA 

'^^T.'^i^ a -y T ^i^=^jNBIISt*RAW264. 7Jalfla^fflV^T^ TLR2 siRNA<^)^^^A<^5 

1-1) ;2|s:^ia^^^Al£t^ J:5-^'5';^-^i5'n:7 r -i^=m^J3at^cRAW264. 7^i!a-^OsiR 
NA(D^A 

1. m<^^i:i 

RAW264. 75SiflattlO% (v/v) !j7i/J|&^ik^t^5tRPMI1640 (Invitrogen) . T-757^ 
(IWAKI) tJ:T37't:. 5%C02<^^#T?^^ Lfeo 

2. %w^(om^ 

iiS3i^S{iJ^T<^j^iafife : 1.4M v^hJ^^ lOOmM PEGIOOO, RPMI1640 (Invitrogen) > 
5%(v/v)!>->'lj&i^lfn.?t. lOmM HEPESi^®^ (pH7.4) tCl^feS J: 5 J-PiSiU^o 
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3. siRM:^^(Z)ilii 

„ fflV^fcsiRNA{^e/.T<^ifl^J : ImM Negative Control siRNA ("fe ^21 -mer ; 5'- 
5 CAAGCUGACCCUGAAGUUCAU -3' ; @a^J#-^ : 4> T^'^ir ^/^^^ai-mer ; 5'- GAACUU 
CAGGGUCAGCUUGUU -3' ; ia3?ll#-^ : 5> T'n y =ri;?^^'?V) ^ ImM TLR2 siRNA (-fe 
:^;^^21-mer ; 5'- GUCUAAAGUCGAUCCGCGACA - 3* ; ia3^J#-i^ : 9> Tl^^-^l^:^M2 
1-raer ; 5'- UCGCGGAUCGACUUUAGACUU - 3' ; ia^J## : 10) „ 
4. 

RPMI1640 (Invitrogen) 1^1 i^l^i^jflLlts ^^:iJi-^^ i^l^^^fl^tllO% (v/v 
) , 60rag/UPx.T^^bfc„ 

6.mm^mx<omA 

15 RAW264.7Milr^2.0ml^^— :;^tc:500,000»To|l]llXU. #±i^3ii^'L>^ (b 

^-*tX) 2,000mW^i^XB^m^'t-\^. mm±m^^^. 1««M siRNA^^SSrlOit 
K mW^^l90nimw\^tCo 37'CT*10^^W^iaUfc<D'fe, ;fc:i^^®7K (i^ 

mmm) i.itni^»bfco io:9-rHTOi.bfc<^*>^±i^iSig'L>a (b5-*tx) 2,0 

00llI^/^tCT5:9-^^'t>b. it^_b?t^|^t. ^W^*2mU^SS^ 6 well pi 

20 ate (IWAKI)^^lfilv^fc„ wmmA24mmm^miik^^t^v^ m^Wk^xwmA^m 

1-2) SfiSW/K^^^ 
TLR2 siRNA<D^Af2:J;§l^^14TLR2||S«(Dy >;/ i5^?> :/^:^^^-<fCo 
Negative Control siRNA. TLR2 simA^MAi^tc^tl^f\^<DMS^:ib^b^ 
25 7!)^tbA8V^mm^l%(.Wv) SDSTK^^fflV^Twhole cell lysate^^i^ UyS:„ 

(DmmitBCA^^yh (XTT.^ Sr^V>T|lliS„ ^&f->:?'>'^40M g ^l/4^fi<^5xf-:/ 

:7"/^/^5/7 7'-.^?i'a^b. 4%/20%i/7i^^:/h<5^/^PAG5:= r^— J 4/20 (H— 'fb 

^) IdTM^^jcl^SrfTofCo ^l^^x BioRad Western Blotting System (BioRad) 
SrffiV^TIInlnobilon PVDF Transfer Menbrane (Millipore) JdH^S^blottingbfc 
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y'^/Ui?— ^BlockAce (:^H:z|c®l^)iCgU 4*0^^1 T i^ilSriai-S - ^ I- ^ !5 

TLR2(D:^^iJ^^:*5V^Tmnti-TLR2^#: (IMG-526, IMGENEX) l/250^f5^ (BlockA 
cet?^f^) iCT7-i'/^^^^4°C^ overnighti^?a^> TEST (Tris-buffered saline 
0.1% Tween 20) .lz:T:7 ^ yW-^ — ^Srtfc^bfCo d^K^ goat anti-rabbit IgG-AP co 
n jugate (BIOSOURCE) inoOO^W^^^X-^ ^ JV^—^^n.-^2^m^m.^. TEST (T 
ris-buffered saline 0.1% Tween 20) l^T^-f /l^^— ^(D^^ :7>f/U 

^Alkaline Phosphatase Conjugate Substrate Kit (BioRad) JZlT^fe bfc„ 
GAPDH<D:|^tJtltJ:*3V^T{*Anti-GAPDH (V-18^ SantaCruz) l/lOQ^W^\^Xy ^ 
— Sr4't;x overnight{5feii.^^ TEST (Tris-buffered saline 0. 1% Tween 20) \CX:7 

/l^^— ^ifcl^bfeo donky anti-goat IgG-AP conjugate (CHEMICON) 1/10 

OQ^Wl^kCX-p y( ;\^d'^^^m.X2^^^m.^s TEST (Tris-buffered saline 0.1% 

Tween 20) tClT:^^/^^^'— ^t5fe#U> /^iS? — ^Alkaline Phosphatas 

e Conjugate Substrate Kit (BioRad) JCT^^ bfCo 

ji§m^iaiU2:^-t"o 

^<Dl^^. TLR2 siRNA^Ai^Tf^egative Control siRNA^AlP^ i: IfctSE U'CTLR2 

&s±<ommm i ~ 2 1 <D^^mx ^ eiiT<^- ^jo^^^ e>d^^ fi<:>it.. 

3) ?|5:|gW(Z3:^^^A^fe«. t^5l5:^^^A;i5a|||T?fe5 i«i>^TV>^i[|J!ia {-^^ 
x:^-7r^ i^5^J!at5|cRAW264. TJ^flSs /^-r :^ P ^DOl 1. lO^lfe.'' ^Wftit^ 
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o 

~2. um^-dm-^ bv^:: ^ :a55^:ei>ofc„ 

10 

^^^A-r^ ^ ta^X'^ ^f:ii^. ^A$tbfc^^{*«rt-e^^l-^tg-t-S r 

15 -c#s„ ^it:ipi^m<Dmxmit. i^^^mmmAummx'h^b twt>fix\f^tz.mm^ 

20 BBj^M^y — 7^^;^ b 

25 ga^JH-i- : 5 \z.W^<om.^WM\'^'^^i!sr ])^^^ 1^;^^ K-e*> 5„ 

mnm-^ s tci5Soi&siaa?0{i'^^:^y w:^^ Kx-feSo 

Sa^JS-i- : 9 Jz:|BS<?5:^SiB^Jfi'a'^;t- ]) dt^^ u.;^^ KXfc 5o 



wo 2004/108921 



PCT/JP2004/008020 



6 2 

ia??iI#-§- : 1 2 l;:|B®(^*^SiBa?fltiP c 'R-fy^'^-''^^^. 

@a^j## : 1 3 \z.'mM.<om&wM p c r -r -e ^ o 

W^m^ : 1 4 l^llB^cOitSiB^Jfi P C R T'fe S„ 
ia^J#-^ : 1 5 iJ:|B«<7):^S@a^JfiP C R:^^'!' S„ 

ga^j#-§- : 1 6 \z.'^^<r>m^wM\t, p c R -r -^—-^-h 
1 7}^iB^o4tSia^jliPCR>^7-i'-^— -e$>5„ 

@B^J#-^ : 1 8 lci3^<^lSSia^Jf'± P C R "efc 5„ 
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1. OT<^xm (a) i^xj^ (b) ^^t^mmmAm: 

(a) mm. Mmm^^xj^mm^mm^^^Jiu. 

(b) fluia (a) (OTM(0%. i^3S^(Dg^JE^<&T$-^5Xmo 

2. StrlBXa (b) ^^:*3V^T. '(£5g?K^«i:S:^M^^3:S^i:Jj:J: 

3 . y 1^5=- KT'fc 6 . If 1 * fcfi 2 |B^<^:^^^A?feo 

5. =?^^ i^;e-^K3&5, 7*:^'3fv'y5!i?:5?;J' V:^^K (DNA) . y4?5?^ 

(RNA) . ^;^-y =f7';^-^v'5?:J'i^;*-^Ks 2' -O 

- (2-p< h=3E^V) (2' -MO E -■ i^f^^^) . MV^^^RN 

A (s iRNA) . $g1gM^^*(LNA) . ^:7"^ (PNA) %fz.\±=^JVy 

8. ZDgt^^&^v'g;^, ^^$S^fcfmi»-efcS. li^^7lBm<^^^^A?feo 

9. ^^TfV^—fVii^^Jils—jv, by;^— /K Tj^y /i^*fcfil^r/i-=i— /i^ 
T-feSs lt*:®6iB«0:^^^A?feo 

1 0. v?::^— /I'.dS^j^y ='-/w^^«:T*fc5. 9 IBmo^^^A^feo 

11. by is—^vii^ ^ y ir y v^^i^cT* S . tt^^Jg 9 IS^O^^^A^feo 

1 2. /Ky ;t-/i-;dS7Ky ^-^vW^^-^^^. 9 fBm<^^i^^Aife 

Q 

13. «|r/^=i-/w:dS^*tT/i^='-/vli*;/btt:^y =r*|T/V'=i-/^"C*>S. If 
^^9fBmo^^^A^feo 

14. :^y =n^r/U=i-yU;iS-!^T/U=i-7U'^-T?fe5. It^^l Z^WL<Oi^m. 
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16. y -fe y i^fi^fls::65 y "fe y s . li^^ 1 1 iB^<z>:^^^A»feo 

17. ^y 3— /^^^{*:;6S7j^y :3if^i^:x:J^y =iwuT-fc5> If^JSi 2IB 

18. T^y ^^l^i^;/y =3— /l':d55>-:j^fl:2 0 0 Oe^T<Z)t><^X•*)S^ 

19. Tify :3i^W:/i/y 3— /l'>6SPEG2 0 0. PEG3 00> PEG400 
, PEG600^ PEGIOOO. PEG1500, P E G 1 5 4 0 ^fc(:iP E G 

2 0 0 m^^i 8ia^o^^#Ai£o 

^ y :^ y b-zu-cfes^ m-^m i sia^c^^^^Aifeo 

2 1 . -J^T/i^s— y^W^-^/^^ 7 iJ^^ b— /^*/cl{iJl7C^'?7^>/*- 

;^ T'fc S . m-^m 1 4 iBSo^^^Afeo 
2 2. (1) :tv ^mjLnmT/u=i'-Mz.m'r^'pfi^< t-him(D 

2 3. ;^ y =fi^;as -l^M-e ^ . It5^:^ 2 2 iS^o^^^Aifeo 

mo 

2 2 tim(DmmmAmo 

2 6. ;ty =i"$ST/^=i— /kjj^-iirr/^^— /l^^T?^^^ IS3j^^2 5IB^<^^^ 
^Aifeo 

2 7. ^T^'l'^— /^Ii365-^V= b— /K y/V'lfb— /K =aE^v'y b— /V'^lfcf* 

^ y :^ y b — /i^-efe s ^ n-^^ 2 5 la^^^^^A^So 

2 8. ZD^T/l^a— b— ZK 7 ^ ^ b— /^*fcf*jl7C/-?7^y — 

;^ s . li^J® 2 6 la^c^^^^Afe 
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3 0, m; ^v±}} >mm<^x'h s > m^^m 2 2 w>m<omm^?<^o 
3 1. ^—/ut^^ y ^ y =« —^i^m^i^x'h^ . mi^m 2 2 mwtommmx 

3 3. ^ y -fe y i^mmi^-d^ iJ^y-^y^^-^fes. tt^^s 3 0 mm(Dmmmxmo 
34. T^y iJ^y 3— /uBi#^*::d57j<y^^i^>'^y =»— /^T*fc6> ts^3®3 iia 

3 5. TKy ^^l/^^^y =i'-/^;6S^^*2 0 0 0OT<^t><^'t?fc'5> l»*^3 

36. 4<y ^f^W:/^y =1— /^:6SPEG 2 0 0. PEG300. PEG400 
, PEG6 00. PEG1 00 0> PEGISOO^ P EG 1 5 4 0 *fcf* P EG 

2 0 0 OXh^. It3^3l3 5 IB^O^^^AlSfeo 

3 7. i«5B?S;0S, (1) V3i». -^^-^h-zK y/nf h-/i-*5<J;T^=^v^y b 

-/W;&^b^$tb5^!>J^C< (2) PEG2 0 0. PEG3 0 0. PE 

G400^ PEG6 0 0^ PEG1 000> PEGISOO^ PEG1 540^ P 

EG2 0 0 ois^U^]}'t]):yi)^hmi^^ti^^Pti:< thimt^^^-t^. ft^ 

^22 mm.(DmmmAmo 

3 8. Wimm7!>K (1) v'^«t^ /K V/Hf h-z^^fcfl^af-c^y 

— /Wt^ (2) PEG2 0 0. PEG3 0 0. PEG400s PEG6 00s PE 
G1000> PEGISOO^ PEG1540> P E G 2 0 0 0 ^^hfit^^ y ir y 

3 9 . Mmwi)^:^ y =i'mxnmT/i^=^—M:imir^ 1 n<om's.^^-^-t^. t» 

^«6|Bm<^m^A^fe„ 

4 0. ;^ y =n^365 -!^|gT-fe S . 3 9 |BS<^^^^A^*o 

4 1. -)^m:6Si^3*s^ *^«i*fcfm)^-efe5^ ft*^4 ofa«fe<^:^^#A 

4 2. StT/V^— /^36S^$|T/W=«->'^^*fcfi:^y =fiifT/l-=i-/UT'fcS> ft 
^3fi3 9|aSO=^^^Aifeo 
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Ht^^S 0 . 2 9 M~ 3 M<;5|5|ffiP^Tfc 5 X 1 ~ 4 6 V ^-f 4x5{i^lBm<^^^^A& 

m-d^O. 5M~2. lM<0^fflrtT'$)^^ It5}?:$4 7|B^<^^^¥Afeo 

4 9 . i&mm(ommBt7!)^^msiTxh s x m-^m 2 ~ 4 s v ^•rfitmm(Dm^ 

^A^feo 

5 0. =my,n^r/^=^—M^m'r^(i^^j:< t h in<omw^^6^t u 

5 1 . ma^'^ 1-4 9 V^-fH**IBSO^m#A^fe<^fci?)^C.^V^btt5. 

5 0 mm(Dmmi^Ampmo 
5 2. y =mi>^=:Mm-c'h s X it:^^ 5 0 * « 5 1 w.m<DmmmAm^ 

o 

5 5 . v^:^-/^*s ^ y 3 -7i-f|^#:T?fc S . ft^JI:^ 5 4 |B^<^^^^Affl^ll 

o 

5 6. by i^—J\^i>^ ^ y y , IS^^ 5 4 |B^<^:^^#Affi^ 
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6 0. y 3 -/V'M^ft::^?^^ y 3 — /u-efe 5 . ft^je^ 5 5 

6 2. 7i?y i5^y 3— /ufi^^i|s:;a$7Ky^^i^>'j/y ttJ^^ss 7|b 

64. xKy^^Wi^^y /W;dSpEG 2 0 0> PEGSOOs PEG400 
, PEG60 0^ PEG1000> PEG1 500^ P EG 1 5 4 0 ^^fiP EG 

2 0 0 oT'fes. m^^me 3w.m<ommmAmp!mo 
y ;^ y h -/wt- s . i*^^ 5 a mm<DmwmAm^o 

6 7. (1) :tv =my.i-mr^u=^-M^m'^^<i^^< t^imcomMt. ( 

6 8. :tv dtmTb^-mm'vh?> . fs*^ e ? um<DmmmAm^mo 

6 7|Bm©:^^^A^^m„ 
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o 

7 5. by /p-^is ^- y -fe y :/^^^^s:T*fc s > m-^^ 6 7 iB^<7)^^^A^t^; 
7 6. y ;r-/i-:d52i? y ^ y =1 '-/i^mm^'^h 5 . e 7 ib«<^^^#a 

7 8. ^ y -fe y t^mmm^ ^v-^v^^^xh^. rn^^m 7 5 mm<7ymmmAmm 

7 9. Jify if^y ^-zt'Si^^ic^ssTKy^^i^^'t/y /v-x-fes. m^JS7 eia 

so. TKy ^^w:/i/y 3— /w;65^^a:2 0 0.0OT<^1j<z>-x?$)5^ I&^^7 

81. Tjf y Ji^Vi^^y 3— /l^d^PEG 2 0 0. PEG300, PEG400 
^ PEG600> PEGIOOO, PEGISOO^ P E G 1 5 4 0 *f::tiP E G 

2 0 0 oT'fe^. m^^s omm(om^MAmtmo 

8 2. (1) y/nf h->'^*5J;T>*=arvy bwu-;?)^?,® 
^$tt5iJ>J^jJ< i: lai:. (2) PEG200, PEG300> PEG400, 
PEG600^ PEGIOOO^ PEGISOO^ PEG1 540^ PEG200 

^6 7mm<ommmAmP^mo 

8 3. (1) ^/a)^^ y/Hf b^/^^fctt'3f-->'y b— >'^i:^ ( 



wo 2004/108921 



PCT/JP2004/008020 



6 9 

2) PEG200^ PEG300^ PEG400^ PEG600^ PEGIOOO 
^ PEGISOO^ PEG1540, P E G 2 0 0 0 i) "fe P ^^i: ^J^^i: 

■ 8 9. ]p.i^T/^='WV'^:5S-x'>'= /u^ y/H:fb— /K =¥-:xy /^*fc(* 

:?^-efcS. IS*:^8 8|B^(D^^^Affi^mo 

9 1. ->3^> ./K y/^tfb>-/K '^i-'y V—^VUfM-^^V^V — 

9 2 . ^i^tm^'tf:.\'m.W'(o'm^k^^^. 5 o ~ 9 1 v^-f tv;6^ia^<D 

93. ;^-y =fi»Xtt#«r/i-=-/V'le:Jfii-S 2me;±(^^^5Sr-^^-rsm'a'J^: 

. 2 9M~3M<75|5fflF^iJ:j^^5J:5tc:fcb;0^C*p^$tL;/t. m^^5 0~9 3V^ 
-m;i^l3mco:^^^Affit«:lllo 

. 5M~2. IMO^fflrti^l/^S J; pt-feb/O^CibP^^ttfc. if^^9 4|B^<0 

^^^Affll*;|go 
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9 6 . it*^ 5 0 ~ 9 5 V ^-rfif)^^M(D^m^'^^'t^mmmAm ^ y b o 
9 7 . m-^m 5 0—9 6 v^■f^^^=»lBm<7)i^m* tin^ ^ h mmmA^^n 

9 8 . m-^^ 5 0-9 6 v^-r^*='lBm<^Km^ t^n^ y y t-i-^m^n 

10 0. is^^i~4 9\^-rM^mm.(oM>sm\^x.^mmmx^fiti. 

10 1. |f^:^9 9*ytfil 0 0|Bm<D3NBiia>5>fe^]^$tb:rcJ^fflflaft5|5(Z5RNA 
10 2. W:^3S9 9*fcf41 0 0|Bm<^^J3a^ ^ b < (*ft^:^ 1 0 1 |B«(^ R 
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siRNA 
Ctrl TLR2 
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Anti-GAPDH 
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SEQUENCE LISTING 

<110> Sumitomo Pharmaceuticals Co. , Ltd. 
Sumitomo Chemical Co. , Ltd. 

<120> Nucleic Acid Delivery System 

<130> 533712 

<150> JP2003-161498 
<151> 2003-06-06 

<160> 18 

<170> Patentin version 3. 2 

<210> 1 

<211> 20 

<212> DNA 

<213> Artificial 

<220> 

<223> Synthetic Oligonucleotide 

<400> 1 

ggaacttccc taaagggagg 

<210> 2 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> Synthetic Oligonucleotide 

<400> 2 

auccacaagu caaucucucu u 



<210> 3 
<211> 21 
<212> RNA 
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<213> Artificial 
<220> 

<223> Synthetic Oligonucleotide 
<400> 3 

gagagauuga cuuguggauu u 

<210> 4 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> Synthetic Oligonucleotide 
<400> 4 

caagcugacc cugaaguuca u 

<210> 5 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> Synthetic Oligonucleotide 
<400> 5 

gaacuucagg gucagcuugu u 

<210> 6 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> Synthetic Oligonucleotide 
<400> 6 

ccacgagaaa uaugacaacu c 
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<210> 7 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> Synthetic Oligonucleotide 

<400> 7 

guugucauau uucucguggu u 



<210> 8 

<211> 25 

<212> DNA 

<213> Artificial 

<220> 

<223> Synthetic Oligonucleotide 

<400> 8 

cctcttacct cagttacaat ttata 



<210> 9 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> Synthetic Oligonucleotide 

<400> 9 

gucuaaaguc gauccgcgac a 



<210> 10 

<211> 21 

<212> RNA 

<213> Artificial 
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<220> 

<223> Synthetic Oligonucleotide 
<400> 10 

ucgcggaucg acuuuagacu u 

<210> 11 

<211> 18 

<212> DNA 

<213> Artificial 

<220> 

<223> PGR Primer 
<400> 11 

ggatgatgcc tccctggc 

<210> 12 

<211> 20 

<212> DNA 

<213> Artificial 

<220> 

<223> PGR Primer 
<400> 12 

gggattcaag cttcctggtg 

<210> 13 

<211> 18 

<212> DNA 

<213> Artificial 

<220> 

<223> PGR Primer 



<400> 13 

aactcggccc ccaacact 
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<210> 14 
<211> 22 
<212> DNA 
<213> Artificial 

<220> 

<223> PGR Primer 
<400> 14 

taggcccctc ctgttattat gg 



<210> 15 

<211> 19 

<212> DNA 

<213> Artificial 

<220> 

<223> PGR Primer 

<400> 15 

tcaccaccat ggagaaggc 

<210> 16 

<211> 20 

<212> DNA 

<213> Artificial 

<220> 

<223> PGR Primer 

<400> 16 

ctaagcagtt ggtggtgcag 

<210> 17 

<211> 19 

<212> DNA 

<213> Artificial 

<220> 

<223> PGR Primer 
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<400> 17 

gtcaacccca ccgtgttct 

<210> 18 

<211> 20 

<212> DNA 

<213> Artificial 

<220> 

<223> PCR Primer 
<400> 18 

gaggtacctg ctgtctttgg 
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